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LIPOSOMAL ENCAPSULATED NUCLEIC ACID-COMPLEXES 

FIELD OF THE INVENTION 

This invention relates to liposomes that are useful for introducing nucleic 
acids into cells. More particularly, the liposomes of the present invention entrap a 
condensing agent-nucleic acid complex and, thus, they are useful as nucleic acid-transfer 
delivery vehicles in clinical use. 

BACKGROUND OF THE INVENTION 

The introduction of foreign genes and other molecules into cells is of great 
interest to molecular biologists. One reason to introduce genetic material into cells is to 
express an encoded protein. Gene transfer involves delivering nucleic acids to target cells 
and then transferring the nucleic acid across the cell membrane in a form that can 
function in a therapeutic manner. Of the many methods used to facilitate entry of DNA 
into eukaryotic cells, liposomes are among the most efficacious and have found extensive 
use as DNA carriers in transfection experiments. Cationic lipids are known to bind to 
polynucleotides and to facilitate their intracellular delivery into mammalian cells. 
Nucleic acid is negatively charged and when combined with a positively charged lipid, 
forms a complex that is suitable for formulation and cellular delivery. The use of cationic 
lipid carriers for transfection is well established. 

Other gene transfer methods under study include viral vectors. Although 
viral vectors have the inherent ability to transport nucleic acids across cell membranes 
and, in some instances, integrate exogenous DNA into chromosomes, they can carry only 
limited amounts of DNA and pose several risks. One such risk involves the random 
integration of viral genetic sequences into patient chromosomes, potentially damaging the 
genome and possibly inducing a malignant transformation. Another risk is that the viral 
vector may revert to a pathogenic genotype either through mutation or genetic exchange 
with a wild type virus. 

Limitations associated with viral gene delivery systems have spawned the 
development of nonviral gene transfer vectors. These nonviral systems generally consist 
of plasmid DNA complexed to a cationic agent, such as a lipid or polymer, to condense 
the nucleic acid and to facilitate its cellular uptake into the cell membrane. One of the 
obstacles to gene expression is the degradation of the DNA in route to the nucleus within 
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the cytoplasm. In this respect, polycations have been used extensively to overcome this 
obstacle and improve gene expression. These cationic polymers include antibiotics, such 
as gramicidin S, dendrimers or cascade polymers or cationically modified albumin. In 
addition, spermidine has been shovm to condense DNA and improve transfection of cell 

5 cultures. These condensing agents protect the DNA from degradation by endonucleases 
and restriction enzymes. The positive charge on these polymers is also expected to boost 
the transfection capability of the complexes. 

Other polycationic polymers that are useful as condensing agents because 
of their affinity to electrostatically bind nucleic acids include poly lysine, polyarginine and 

10 polyornithine. The polycation polyethylenimine (PEI), which is a highly-branched 

polymer, has been shown to be a highly eflFicient gene delivery agent. In this regard, PEI 
condenses nucleic acid into a highly compact form and offers good protection from 
various nucleases. It has been reported that the gene transfer with these complexes was 
boosted up to a 1000-fold, under certain conditions. Clearly, polycations like PEI have a 

1 5 clear advantage over the lipid/nucleic acid complexes in this respect. 

However, one significant drawback of polycationic-nucleic acid 
complexes, such as a PEI-nucleic acid complex, is the toxicity associated with in vivo 
gene delivery via the use of such complexes. When PEI is condensed with nucleic acid at 
higher ratios, the complexes become toxic. At lower ratios (--2), transfection is reduced 

20 significantly. If these highly transfecting particles are to be used in vivo for transfection, 
the toxicity must be reduced to tolerable levels. 

As such, there exists a need to design condensing agent-nucleic acid 
complexes that are effective for facilitating intracellular delivery of genetic material, but 
that will reduce the associated cellular toxicity. The present invention fiilfills this and 

25 other needs. 
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SUMMARY OF THE INVENTION 

In one aspect, the present invention relates to a liposome having (a) a lipid; 
and (b) an encapsulated condensing agent-nucleic acid complex. In certain preferred 
aspects, the liposomes of the present invention further comprise (c) a bilayer stabilizing 
5 component. The bilayer stabilizing component can be reversibly associated with the 
liposome. Such liposomes are extremely advantageous because they offer good 
protection to the nucleic acid from various nucleases that tend to degrade nucleic acid that 
is not protected by encapsulation. Moreover, in many instances, gene transfer with these 
complexes is increased up to a 1000-fold. In addition, using the encapsulating 
10 formulations of the present invention the toxicity of the condensing agents are reduced to 
tolerable levels. 

Condensing agents suitable for use in the present invention include, but are 
not limited to, polycationic polymers, such as polyethylenimine, polylysine, polyarginine 
and polyomithine. Other condensing agents that have an affinity for nucleic acid and that 

15 are suitable for use in the present invention include, but are not limited to, natural DNA- 
binding proteins of a polycationic nature, such as histones and protamines or analogues or 
fragments thereof Other condensing agents suitable for use in the present invention 
include spermidine, spermine, polycations having two or more different positively 
charged amino acids or basic proteins. 

20 Although numerous lipids can be used, the lipids used in the liposomes of 

the present invention are preferably non-cationic lipids. Such non-cationic lipids include, 
but are not limited to, ceramides, phosphatidylethanolamines, phosphatidylserines and 
mixtures thereof In a presently preferred embodiment, the non-cationic lipids used are 
ceramides, dioleoylphosphatidylethanolamine, dioleoylphosphatidylserine and mixtures 

25 thereof 

In another aspect, the present invention relates to a method for 
encapsulating a condensing agent-nucleic acid complex in a liposome, the method 
comprising: adding a condensing agent solution into a nucleic acid solution to form a 
condensing agent-nucleic acid complex; and adding said condensing agent-nucleic acid 
30 complex to a lipid suspension to form an encapsulated condensing agent-nucleic acid 
complex. In a preferred embodiment, the method comprises: 

(a) admixing a first condensing agent solution into a nucleic acid 
solution to form precondensed nucleic acid; 
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(b) adding the precondensed nucleic acid into a second condensing 
agent solution to form a condensing agent-nucleic acid complex; 

(c) dialyzing the condensing agent-nucleic acid complex to form a 
concentrated condensing agent-nucleic acid complex; 

5 (d) adding the concentrated condensing agent-nucleic acid complex to 

a lipid suspension containing detergent; and 

(e) removing the detergent from the lipid suspension to form an 
encapsulated condensing agent-nucleic acid complex in the liposome. 

In this method, the first and second condensing agents can be the same or 

10 different. 

In yet another aspect, the present invention relates to a method of 
transfecting a cell with a nucleic acid, the method comprises contacting the cell with a 
liposome having (a) a lipid; and (b) an encapsulated condensing agent-nucleic acid 
complex. In certain preferred embodiments, the liposomes of this method further 
15 comprise (c) a bilayer stabilizing component. The bilayer stabilizing component can be 
reversibly associated with the liposome. 

In still yet another aspect, this invention relates to the treatment of a 
disease involving the transfection of a cell with nucleic acid and the introduction into 
cells of antisense nucleotides, as well as the stable transfection of a cell with DNA 
20 engineered to become incorporated into the genome of the living cell. 

Other features, objects and advantages of the invention and its preferred 
embodiments will become apparent from the detailed description which follows. 



BRIEF DESCRIPTION OF THE DRAWINGS 
25 Figure 1 illustrates the construction of uniformed small size 

polyethylenimine-nucleic acid complex. 

Figure 2 illustrates an effect of dextran sulfate on PEI-DNA complexes. 
Figure 3 illustrates the titration of dextran sulfate to determine the 
minimal amount of dextran sulfate required to completely expose DNA to picogreen. 
30 Figure 4 illustrates a standard curve for quantifying DNA. At each data 

point, a standard amount of dextran sulfate is added, which is the same amount added to 
the random test samples of complexes. 

Figure 5 illustrates that the relaxation or dissociation of the complexes is 
not an instantaneous event. 
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Figure 6 illustrates the extent of encapsulation when dextran sulfate is 
used in the assay to dissociate the nucleic acid from the PEL 

Figure 7 illustrates a titration of DOPS to optimize encapsulation 

efficiency. 

5 Figure 8 illustrates a Guassian size distribution of a sample of lipid 

encapsulated PEI/DNA containing 8 mol% DOPS. The liposomes are typically around 
75 to about 80 nm in diameter. 

Figure 9 illustrates transfection of Cos-7 cells with encapsulated PEI 
condensed DNA liposomes-dose response and time course. 
10 Figure 10 illustrates transfection of various cell lines with encapsulated 

PEI condensed DNA Liposomes. LS-180 is derived from a 58 year old female patient 
with the Duke*s type adenocarcinoma of the colon; SK-OV-3 is a human ovarian 
adenocarcinoma tumor taken from a 64 year old; U87 is human glioblastoma; COS-7 is 
kidney, fibroblast-like cell line established from CV-1 simian cells which were 
1 5 transformed by an origin-defective mutant of S V40; Lewis Lung is human lung 
carcinoma; and B16 is mouse melanoma. 

Figure 11 illustrates an in vitro toxicity of encapsulated PEI condensed 
DNA liposomes in Cos-7 cell line. 

Figure 12 illustrates concentration dependence of the condensing agent- 
20 nucleic acid complex on cell death. 

Figure 13 illustrates in vivo gene expression of PEI condensed DNA 
liposomes in Lewis Lung tumor. 

Figure 14 illustrates gene expression of encapsulated PEI condensed DNA 
in B16 i.p. tumor. 

25 Figure 15 illustrates in vitro toxicity of pre and post purification of 

encapsulated PEI condensed DNA liposomes. 

DESCRIPTION OF THE PREFERRED EMBODIMENT 
A. Glossary 

30 The term "lipid" refers to any suitable material resulting in a bilayer such 

that a hydrophobic portion of the lipid material orients toward the bilayer while a 
hydrophilic portion orients toward the aqueous phase. Amphipathic lipids have a 
hydrophilic portion and a hydrophobic portion. Hydrophilic characteristics derive from 
the presence of phosphate, carboxylic, sulfato, amino, sulfhydryl, nitro, and other like 
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groups. Hydrophobicity could be conferred by the inclusion of groups that include, but 
are not limited to, long chain saturated and unsaturated aliphatic hydrocarbon groups and 
such groups substituted by one or more aromatic, cycloaliphatic or heterocyclic group(s). 
Amphipathic compounds include, but are not limited to, phosphoglycerides and 
5 sphingolipids, representative examples of which include phosphatidylcholine, 

phosphatidylethanolamine, phosphatidylserine, phosphatidylinositol, phosphatidic acid, 
phosphatidylcholine, lysophosphatidylcholine, lysophosphatidylethanolamine, 
dipalmitoylphosphatidylcholine, dioleoylphosphatidylcholine, 
distearoylphosphatidylcholine or dilinoleoylphosphatidylcholine. Other compounds 

10 lacking in phosphorus, such as sphingolipid and glycosphingolipid families are also 
within the group designated as lipid. Additionally, the amphipathic lipids described 
above may be mixed with other lipids including triglycerides and sterols. 

The term "neutral lipid" refers to any of a number of lipid species which 
exist either in an uncharged or neutral zwitterionic form at physiological pH, Such lipids 

15 include, for example, diacylphosphatidylcholine, diacylphosphatidylethanolamine, 
ceramide, sphingomyelin, cephalin, and cerebrosides. 

The term "non-cationic lipid" refers to any neutral lipid as described above 
as well as anionic lipids. Preferred non-cationic lipids include phosphatidylethanol- 
amines, phosphatidylserines and ceramides. Examples of preferred anionic lipids include 

20 cardiolipin, diacylphosphatidylserine, diacylphosphatidic acid, N-succinyl- 

phosphatydylethanolamine (N-succinyl-PE), phosphatidic acid, phosphatidylinositol, 
phosphatidylglycerol and phosphatidyl ethylene glycol 

The term "cationic lipid" refers to any of a number of lipid species which 
carry a net positive charge at physiological pH. Such lipids include, but are not limited 

25 to, DODAC, DOTMA, DDAB, DOTAP, DC-Chol and DMRIE. Additionally, there are a 
number of commercial preparations of cationic lipids. These include, for example, 
LIPOFECTIN® (commercially available cationic liposomes comprising DOTMA and 
DOPE, from GIBCO/BRL, Grand Island, New York, USA); LIPOFECTAMINE® 
(commercially available cationic liposomes comprising DOSPA and DOPE, from 

30 GIBCO/BRL); and TRANSFECTAM® (commercially available cationic lipids 
comprising DOGS in ethanol from Promega Corp., Madison, Wisconsin, USA). 

The term "bilayer stabilizing component" as used herein refers to 
compounds (e.g., lipids, polymers, etc.) that allow lipids adopting a non-lamellar phase 
under physiological conditions to be stabilized in a bilayer structure. The bilayer 
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stabilizing components are either bilayer forming themselves, or are of a complementary 
dynamic shape. The non-bilayer forming lipid is stabilized in the bilayer structure when 
it is associated with, i.e,, in the presence of, the bilayer stabilizing component. In certain 
embodiments the bilayer stabilizing component is capable of transferring out of the 
5 liposome, or of being chemically modified by endogenous systems such that, with time, it 
loses its ability to stabilize the lipid in a bilayer structure. When liposomal stability is 
lost, destabilized or decreased, fusion can occur. Fusion can result in the release of 
liposome payload into the target cell. Thus, in certain embodiments, the bilayer 
stabilizing component is, "reversibly associated" with the lipid and when it is associated 

10 with the lipid, the lipid is constrained to adopt the bilayer structure under conditions 
where it would otherwise adopt a non-lamellar phase. As such, the bilayer stabilizing 
components of the present invention is capable of stabilizing the lipid in a bilayer 
structure, yet is capable of exchanging out of the liposome, or of being chemically 
modified by endogenous systems so that, with time, they lose their ability to stabilize the 

15 lipid in a bilayer structure, thereby allowing the liposome to become fusogenic or release 
its payload. 

In certain other embodiments, the bilayer stabilizing component does not 
transfer out of the liposome. In these embodiments, the liposome is non-fusogenic and 
the bilayer stabilizing component is not, "reversibly associated" with the lipid, 

20 The term "transfection" as used herein, refers to the introduction of 

polyanionic materials, particularly nucleic acids, into cells. The term "lipofection" refers 
to the introduction of such materials in association with lipids. The polyanionic materials 
can be in the form of DNA or RNA which is linked to expression vectors to facilitate 
gene expression after entry into the cell. Thus, the polyanionic material used in the 

25 present invention is meant to include DNA having coding sequences for structural 

proteins, receptors and hormones, as well as transcriptional and translational regulatory 
elements (i.e., promoters, enhancers, terminators and signal sequences) and vector 
sequences. Methods of incorporating particular nucleic acids into expression vectors are 
well known to those of skill in the art, but are described in detail in, for example, 

30 Sambrook et al, Molecular Cloning: A Laboratory Manual (2nd ed.). Vols. 1-3, Cold 
Spring Harbor Laboratory, (1989) or Current Protocols in Molecular Biology, F. Ausubel 
et ai, ed, Greene Publishing and Wiley-Interscience, New York (1987), both of which are 
incorporated herein by reference. 
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"Expression vectors," "cloning vectors," or "vectors" are often plasmids or 
other nucleic acid molecules that are able to replicate in a chosen host cell. Expression 
vectors may replicate autonomously, or they may replicate by being inserted into the 
genome of the host cell, by methods well known in the art. Vectors that replicate 
5 autonomously will have an origin of replication or autonomous replicating sequence 
(ARS) that is functional in the chosen host cell(s). Often, it is desirable for a vector to be 
usable in more than one host cell, e.g., in £. coli for cloning and construction, and in a 
mammalian cell for expression. 

The term "encapsulation" as used herein when discussing amount of 
10 encapsulation, refers to the amount of condensing agent-nucleic acid complex that is 
unavailable to picogreen binding in a picogreen/dextran binding assay or that is nuclease 
resistant in a nuclease assay. 



B. General 

1 5 It has now been discovered that lipid encapsulation of a condensing agent- 

nucleic acid complex offers greater protection against enzymatic digestion and gives 
consistently higher gene expression than unencapsuiated condensing agent-iiucleic acid 
complexes. As such, in one aspect, the present invention relates to a liposome comprising 
(a) a lipid; and (b) an encapsulated condensing agent-nucleic acid complex. In certain 

20 preferred embodiments, the liposome further comprises (c) a bilayer stabilizing 

component. The bilayer stabilizing component can be reversibly associated v^th the 
liposome. 

The condensing agents used in the liposomes of the present invention can 
be any compound that has the ability to complex and compact nucleic acids. The 

25 complex generally comprises at least one negatively charged nucleic acid and at least one 
positively charged polymer, the association between the nucleic acid and the cationic 
polymer being electrostatic in nature. 

As such, the condensing agents suitable for use in the present invention 
include, but are not limited to, polycationic polymers, such as polyethylenimine, 

30 polylysine, polyarginine and polyomithine. Other condensing agents that have an affinity 
for nucleic acid and that are suitable for use in the present invention include, but are not 
limhed to, natural DNA-binding proteins of a polycationic nature, such as histones and 
protamines or analogues or fragments thereof Other condensing agents suitable for use 
in the present invention include polyamines including, but not limited to, spermidine and 
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spermine, polycations having two or more different positively charged amino acids or 
basic proteins. In a preferred embodiment, the condensing agent is a polycationic 
polymer. In another preferred embodiment, condensing agents other than cationic lipids 
are used. Those of skill in the art will be aware of other condensing agents suitable for 
use in the present invention. 

A particularly preferred example of a polycationic polymer is 
polyethylenimine. Polyethylenimine, which is a polymeric substance wherein every third 
atom is an amino nitrogen that can be protonated, has the general formula: 

(-NH-CH2 CH2-)-x[-N(CH2CH2NH2)CH2CH2-]y 

I 

In formula I, x is approximately 2 times the value of y. Polyethylenimine 
is a highly branched material where the ratio of primary to secondary to tertiary nitrogens 
is about 1:2:1. The primary nitrogens equal the tertiary nitrogens because each branch 
point has a chain end. Polyethylenimine of various molecular weights can be used. 
Preferably, molecular weights between 0.8 kDa to about 800 kDa can be used. More 
preferably, a molecular weight of about 25 kDa can be used. It will be apparent to those 
of skill in the art that various molecular weight polymers of polyethylenimine will be 
suitable for use in the present invention. Polyethylenimine of various molecular weights 
is commercially available from Aldrich Chemical Co., (Milwaukee, Wisconsin). 

The nucleic acids of this invention are typically nucleotide polymers 
having from 10 to 100,000 nucleotide monomers. The nucleic acids are administered to a 
subject for the purpose of repairing or enhancing the expression of a cellular protein. 
Additionally, the nucleic acid can carry a label, e.g., radioactive label, fluorescent label or 
colorimetric label for the purpose of providing clinical diagnosis relating to the presence 
or absence of complementary nucleic acids. Accordingly, the nucleic acids, or nucleotide 
polymers, can be polymers of nucleic acids including genomic DNA, cDNA, mRNA or 
oligonucleotides containing nucleic acid analogs, for example, the antisense derivatives 
described in a review by Stein, et aL, Science, 261: 1004-101 1 (1993) and in U.S. Patent 
Nos. 5,264,423 and 5,276,019, the disclosures of which are incorporated herein by 
reference. Still further, the nucleic acids can encode transcriptional and translational 
regulatory sequences including promoter sequences and enhancer sequences. 

The nucleotide polymers can be single-stranded DNA or RNA, or double- 
stranded DNA or DNA-RNA hybrids. In addition, nucleic acid with chemically modified 
phosphodiester bonds (e.g., thiophosphodiester) are also suitable. Examples of double- 
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stranded DNA include structural genes, genes including control and termination regions, 
and self-replicating systems, such as piasmid DNA. In preferred embodiments, the 
nucleic acid is a piasmid. 

Single-stranded nucleic acids include antisense oligonucleotides 
5 (complementary to DNA and RNA), ribozymes and triplex-forming oligonucleotides and 
oligonucleotides having modified chemical backbones. These modifications will 
preferably have some or all of the nucleotide linkages substituted with stable, non- 
phosphodiester linkages, including, but not limited to, phosphorothioate, 
phosphorodithioate. phosphoroselenate, or 0-alkyl phosphotriester linkages. 

10 The nucleic acids used in the present invention will also include those 

nucleic acids in which modifications have been made in one or more sugar moieties 
and/or in one or more of the pyrimidine or purine bases. Examples of sugar modifications 
include replacement of one or more hydroxyl groups with halogens, alkyl groups, amines, 
azido groups or functionalized as ethers or esters. Additionally, the entire sugar may be 

15 replaced with sterically and electronically similar structures, including aza-sugars and 
carbocyclic sugar analogs. Modifications in the purine or pyrimidine base moiety 
include, for example, alkylated purines and pyrimidines, acylated purines or pyrimidines, 
or other heterocyclic substitutes known to those of skill in the art. 

Multiple genetic sequences can be also be used in the present methods. 

20 Thus, the sequences for different proteins may be located on one strand or piasmid. 
Promoter, enhancer, stress or chemically-regulated promoters, antibiotic-sensitive or 
nutrient-sensitive regions, as well as therapeutic protein encoding sequences, may be 
included as required. Non-encoding sequences may be also be present, to the extent that 
they are necessary to achieve appropriate expression. 

25 The nucleic acids used in the present method can be isolated from natural 

sources, obtained fi-om such sources as ATCC or GenBank libraries or prepared by 
synthetic methods. Synthetic nucleic acids can be prepared by a variety of solution or 
solid phase methods. Generally, solid phase synthesis is preferred. Detailed descriptions 
of the procedures for solid phase synthesis of nucleic acids by phosphite-triester, 

30 phosphotriester, and H-phosphonate chemistries are widely available. See, for example, 
Itakura, U.S. Pat No. 4,401,796; Caruthers ei aL, U.S. Pat. Nos. 4,458,066 and 
4,500,707; Beaucage et al, Tetrahedron Lett 22:1859-1862 (1981); Matteucci et al, 1 
Am. Chem, Soc, 103:3185-3191 (1981); Caruthers etal, Genetic Engineering 
(1982); Jones, chapter 2, Atkinson et al, chapter 3, and Sproat et al, chapter 4, in 
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Oligonucleotide Synthesis: A Practical Approach, Gait (ed,), IRL Press, Washington, 
D.C. (1984); Froehler etal. Tetrahedron Lett 27:469-472 (1986); Froehier etaL, Nucleic 
Acids Res., 14:5399-5407(1986); Sinhaefa/. Tetrahedron Lett 24:5843-5846(1983); 
and Sinha et aL, NucL Acids Res., 12:4539-4557 (1984), which are incorporated herein by 
5 reference. 

In addition, the nucleic acids of this invention can be chosen from among 

the following: 

(a) gene markers, such as luciferase gene, p-galactosidase gene, 
chloramphenicol acetyl transferase gene, genes bestowing the resistance to an antibiotic, 

10 such as hygromycin or neomycin; 

(b) genes for therapeutic purposes, such as gene encoding low density 
lipoprotein receptors, deficient in the case of hypercholesterolomia (liver), coagulation 
factors: factors VII and IX, phenylalanine-hydroxylase (phenylketonuria), adenosine 
deaminase (ADA immunodeficiency), lysosomic enzymes, such as p-glucosidase in the 

15 case of Gaucher's disease, dystrophine and minidistriphine (myopathy), tyrosine 
hydroxylase (Parkinson), neuron growth factors (Alzheimer), CFTR cystic fibrosis 
transmembrane conductance regulator (mucoviscidose), alpha 1 -antitrypsin, nuclear 
factors: NF-KB, CII TA, cytokines and interleukines, TNF: tumor necrosis factor, 
thymidine kinase of the Herpes simplex virus, NO synthase, angiotensin II receptors, 

20 gene suppressors of tumors, such as the gene for the p53 protein, MHC proteins, major 
histocompatibility system, in particular HLA-B7, antioncogenes: p53, RB, cytosine 
desaminase, sense and antisense RNA; and 

(c) genes with vaccine purposes: genes encoding viral antigens, for 
example, the nucleoprotein of the influenza virus. 

25 Other suitable nucleic acid for use in the present invention will be readily 

apparent to those of skill in the art. 

C. Preparation of the Condensing Agent-Nucleic Acid Complex 

Nucleic acid condensation by polycations is a function of the nature and 
30 concentration of all ions present in the condensing media. The complexation is 

dependent, therefore, on pH, volume and salt concentration of the complexation medium. 
Cationic polymer condensation with the negatively charged nucleic acid is a cooperative 
process that can be modulated and even inhibited in high salt concentration. 
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In addition, it was previously noted in 0. Boussif et al, Proc. Natl Acad 
Sci. 92:7297-7301 (1995), incorporated herein by reference, that for the cationic polymer 
polyethylenimine, the order of adding reagents influences the properties of the resulting 
particles. For instance, adding the PEI solution dropwise to the nucleic acid, e.g., DNA, 
5 solution was 10-fold more efficient than adding nucleic acid to PEL 

The following method illustrates the preparation of a stock cationic 
polymeric solution using PEI as an example. The cationic polymer, e.g., PEI, is dissolved 
in deionized water and neutralized to pH 7.4 with, for example, HCl. The neutralized 
solution is then fihered using a Millipore filter having a pore size of about 0.2 ^m. In 
10 order to encapsulate the PEI/nucleic acid complex in a liposome (described hereinbelow), 
a small uniform particle size is critical. Large and heterogenic aggregates are a result of 
complexation of PEI and nucleic acid using either too high a nucleic acid concentration or 
solutions other than water. 

An important criteria for the condensing agent-nucleic acid complex is the 
15 calculation of charge ratio. In one embodiment, the condensing agent-nucleic acid 
complex bears a net positive charge. A condensing agent-nucleic acid charge ratio of 
about 10: 1 to about 2: 1 is preferred, and a ratio of about 7: 1 to about 4: 1 is more 
preferred. For the PEI-nucleic acid complexes of this invention, an average mass per 
negative charge ratio of 325 dalton was used for plasmid DNA. The mass per positive 
20 charge for PEI was calculated to be 258 dalton. This assumes that one out of six PEI 
nitrogens is protonated under physiological conditions, and that the average mass per - 
CH2CH2NH- repeat nitrogen unit in PEI is 43 . 

In another embodiment, the condensing agent-nucleic acid complex is 
neutral. In this embodiment, the positive charge of the condensing agent is equal to the 
25 negative charge of the nucleic acid. This results in a neutral complex. 

Thus, in another embodiment, the present invention relates to a method of 
condensing a nucleic acid with a condensing agent to give uniformed complexes having a 
typical size of between about 30 nm to about 60 nm. Using PEI as a typical cationic 
polymer, the method involves, first, precondensing the nucleic acid by the dropwise 
30 addition of a PEI solution (10 ^ig of stock PEI in 250 mL water) into a nucleic acid 
solution (100 ^ig/250 mL) while vortexing. Second, precondensed nucleic acid is 
saturated with excess PEI. Ne?ct, the PEI/nucleic acid complexes are concentrated by 
^ dialysis. Finally, the concentrated PEI-nucleic acid complexes are dialyzed overnight 
against HBS buffer to adjust the salt concentration to 150 mM. In the final step, other 
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buffers can be used. These buffers include, but are not limited to, PBS, sucrose, water or 
organic solvent in ethanol, with the ethanol not exceeding 60-70%. 

The polyethylenimine: nucleic acid ratio in the complex is about 10:1 wt/wt 
to about 1.5:1 wt/wt, preferably about 6:1 wt/wt to about 1.5:1 wt/wt, and, more 
5 preferably, about 4:1 wt/wt. 

It is possible to quantitate the amount of nucleic acid condensed to the 
polycationic polymer. For instance, at a PELnucleic acid wt/wt ratio of 4:1, the complex 
is tightly condensed and not readily accessible to nucleic acid quantification probes like 
picogreen. If the nucleic acid is free and not complexed to the condensing agent, 

10 picogreen will bind to the nucleic acid and its fluorescence allows quantification of the 
nucleic acid. To fi-ee the nucleic acid, the complex is treated with a polyanion polymer 
such as dextran sulfate. Heparin, or heparan sulfate, which will "open" up or relax the 
complex from its condensed state can also be used. This reaction takes typically 10-15 
minutes to complete. Picogreen is then added to quantify the exposed nucleic acid. A 

15 nucleic acid standard curve is set up with the range between 0.2 \xg to 1 \ig {see, Fig 4.). 
At each point, a standard amount of dextran sulfate is added. This addition is to offset the 
quenching effect dextran sulfate has on the fluorescence readings of the picogreen. This 
quantity is the same amount used to dissociate a PEI/nucleic acid sample. In this way, the 
nucleic acid associated with the polycatonic polymer can be quantitated (see, Fig 2). In 

20 Figure 2, the clear bar in Samples 1 and 2 represents the picogreen fluorescence /.e, 
background. 

Figure 3 illustrates the titration of dextran sulfate to determine the minimal 
amount of dextran sulfate required to release the condensed PEI-nucleic acid complex and 
completely expose the complexed nucleic acid. This allows accurate quantification of the 
25 nucleic acid using a picogreen assay. At least three times more dextran sulfate than PEI 
is required to completely expose the DNA to picogreen. This represents a charge ratio for 
PEI/nucIeic acid of approximately 5:1. Various charge ratios of PEI/nucleic acid 
complexes require differing amounts of dextran sulfate. In this manner, the charge ratio 
can be calculated. 

30 

D. Encapsulation of the Condensing Agent-Nucleic Acid Complex 

In another embodiment, the present invention relates to a method for 
encapsulating a condensing agent-nucleic acid complex in a liposome, said method 
comprising: adding a condensing agent solution into a nucleic acid solution to form a 
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condensing agent-nucleic acid complex; and adding said condensing agent-nucleic acid 
complex to a lipid suspension to form an encapsulated condensing agent-nucleic acid 
complex. In a preferred embodiment, the method comprises: 

(a) admixing a condensing agent solution into a nucleic acid solution 
5 to form precondensed nucleic acid; 

(b) adding the precondensed nucleic acid into a condensing agent 
solution to form condensing agent-nucleic acid complex; 

(c) dialyzing the condensed nucleic acid complex to form concentrated 
condensing agent-nucleic acid complex; 

10 (d) adding said concentrated condensing agent-nucleic acid complex to 

a lipid suspension in a detergent; and 

(e) removing said detergent from the lipid suspension to form an 
encapsulated condensing agent-nucleic acid complex in the liposome. 

Liposomal encapsulation of the condensing agent-nucleic acid complex 

15 offers protection against enzymatic digestion and gives consistently higher gene 
expression than other transfer methods. To optimize the transfection capability of 
condensing agent-nucleic acid complexes, the overall charge of the complexes needs to 
be positive. Unfortunately, with large positive charge ratios, the complexes are toxic and 
do not last very long in circulation. Thus, it has now been discovered that encapsulation 

20 of the condensing agent-nucleic acid complexes in liposomes can reduce the toxicity level 
of the complexes down to acceptable values. 

A variety of lipids can be used in the liposomes of the present invention. 
Preferably, non-cationic lipids are used. Such lipids include, but are not limited to, 
phosphatidylethanolamines, phosphatidylserines, ceramides and mixtures thereof These 

25 include, for example, dioleoylphosphatidylethanolamine (DOPE), 

dioleoylphosphatidylserine (DOPS) and mixtures thereof Other examples of preferred 
anionic lipids suitable for use in the present invention include, but are not limited to, 
cardiolipin, diacylphosphatidic acid, N-succinyl-phosphatydylethanolamine (N-succinyl- 
PE), phosphatidic acid, phosphatidylinositol, phosphatidylglycerol, phosphatidyl ethylene 

30 glycol and mixtures thereof 

Phosphatidylethanolamines and phosphatidylserines containing saturated 
or unsaturated fatty acids with carbon chain lengths in the range of about Ce to C24are 
preferred. Fatty acids with carbon chain lengths in the range of about Cm to C20 are 
especially preferred. Phosphatidylethanolamines with mono- or di-unsaturated fatty acids 
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and mixtures of saturated and unsaturated fatty acids can also be used. Suitable 
phosphatidylethanolamines include, but are not limited to, 

dimyristoylphosphatidylethanolamine(DMPE), dipalmitoylphosphatidylethanolamine 

(DPPE), dioleoylphosphatidylethanolamine (DOPE) and distearoylphosphatidyl- 
5 ethanolamine (DSPE). Dioleoylphosphatidylethanolamine is a preferred 

phosphatidylethanolamine. The preferred phosphatidylserine is 

dioleoylphosphatidylserine. 

Ceramides suitable for use in accordance with the present invention are 

commercially available from a number of sources. In addition, ceramides can be isolated, 
10 for example, from egg or brain using well-known isolation techniques or, alternatively, 

they can be synthesized using the methods and techniques disclosed in U.S. Patent No. 

5,820,873, issued October 13, 1998, the teachings of which are incorporated herein by 

reference. Using the synthetic routes set forth in the foregoing application, ceramides 

having saturated or unsaturated fatty acids with carbon chain lengths in the range of Ce to 
15 C24 can be prepared. Preferred ceramides have acyl chain lengths of about Ch to about 

C20. 

Phosphatidylethanolamines having a variety of acyl chain groups of 
varying chain lengths and degrees of saturation can be conjugated to polyethyleneglycol 
to form the bilayer stabilizing component. Such phosphatidylethanolamines are 

20 commercially available, or can be isolated or synthesized using conventional techniques 
known to those of skill in the art. 

Ceramides having a variety of acyl chain groups of varying chain lengths 
and degrees of saturation can be coupled to polyethyleneglycol to form the bilayer 
stabilizing component. It will be apparent to those of skill in the art that in contrast to the 

25 phosphatidylethanolamines, ceramides have only one acyl group which can be readily 
varied in terms of its chain length and degree of saturation. 

In addition, the liposome contains a bilayer stabilizing component. 
Examples of suitable bilayer stabilizing components include, but are not limited to, lipid, 
iipid-derivatives, detergents, polyethylene glycol (PEG), proteins, peptides, polyamide 

30 oilgomers, {e.g., ATTA) and pH sensitive oilgomer (e.g., PEAA). (see, U.S. Application 
Serial Nos. 08/996,783 filed December 23, 1997, 60/073,852 filed February 2, 1998, and 
60/083,294, filed April 28, 1998, the teachings of which are incorporated herein by 
reference). In a presently preferred embodiment, the bilayer stabilizing component is 
polyethyleneglycol conjugated to, /.e., coupled to, a phosphatidylethanolamine or 



wo 00/03683 



PCT/US99/16166 



phosphatidylserine. In an equally preferred embodiment, the bilayer stabilizing 
component is polyethyleneglycol conjugated to a ceramide. Polyethyleneglycol can be 
conjugated to a phosphatidylethanolamine, phosphatidylserine or, alternatively, to a 
ceramide using standard coupling reactions known to and used by those of skill in the art. 
5 In addition, preformed polyethylene-glycol phosphatidylethanolamine conjugates are 
commercially available from Avanti Polar Lipids (Alabaster, Alabama). 

Polyethyleneglycols of varying molecular weights can be used to form the 
bilayer stabilizing components of the present invention. Polyethyleneglycols of varying 
molecular weights are commercially available from a number of different sources or, 

10 alternatively, they can be synthesized using standard polymerization techniques well- 
known to those of skill in the art. In a presently preferred embodiment, the polyethylene 
glycol has a molecular weight ranging from about 550 to about 8500 daltons, and even 
more preferably from about 2000 to about 5000 daltons. Generally, it has been found that 
increasing the molecular weight of the polyethyleneglycol reduces the concentration of 

1 5 the bilayer stabilizing component required to achieve stabilization. 

In addition to the foregoing, poly amide oilgomers, (e.g., ATT A), pH 
sensitive oilgomers, (e.g., PEAA), detergents, proteins and peptides can be used as bilayer 
stabilizing components. Detergents which can be used as bilayer stabilizing components 
include, but are not limited to, Triton X-100, deoxycholate, octylglucoside and lyso- 

20 phosphatidylchoHne. Proteins which can be used as bilayer stabilizing components 
include, but are not limited to, glycophorin and cytochrome oxidase. Cleavage of the 
protein, by endogenous proteases, resulting in the loss of the bulky domain external to the 
bilayer would be expected to reduce the bilayer stabilizing ability of the protein. In 
addition, peptides which can be used as bilayer stabilizing components include, for 

25 example, the pentadecapeptide, alanine-(aminobutyric acid-alanine)i4. This peptide can 
be coupled, for example, to polyethyleneglycol, which would promote its transfer out of 
the bilayer. Alternatively, peptides such as cardiotoxin and melittin, both of which are 
known to induce non-lamellar phases in bilayers, can be coupled to PEG and might 
thereby be converted to bilayer stabilizers. 

30 Typically, the bilayer stabilizing component is present at a concentration 

ranging from about 0.05 mole percent to about 50 mole percent. In a presently preferred 
embodiment, the bilayer stabilizing component is present at a concentration ranging from 
0.05 mole percent to about 25 mole percent. In an even more preferred embodiment, the 
bilayer stabilizing component is presient at a concentration ranging from 5 mole percent to 
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about 15 mole percent. One of ordinary skill in the art will appreciate that the 
concentration of the bilayer stabilizing component can be varied depending on the bilayer 
stabilizing component employed. 

One method of encapsulating the complexes of this invention is by using 
5 detergent dialysis. Typically, the encapsulation of the complexes is accomplished by 
dissolving the lipids in a solvent and then drying the solution under a stream of nitrogen. 
Preferably the Upids are non-cationic lipids. More preferably, the lipids are DOPE, 
DOPS, PEG-ceramide and mixtures thereof The ratio of lipid to nucleic acid is about 5:1 
v/t/wt to about 100:1 wt/wt, preferably about 10:1 wt/wt to about 50:1 wt/Avt. Final total 

10 lipid concentration desired is about 10 mg/mL. A thin lipid film is achieved by including 
a mixing step, such as vortexing, in the drying procedure. Any remaining solvent is 
removed by freeze-drying. 

The lipid film is then dissolved in a detergent, or alternatively, ethanol. 
The condensing agent-nucleic acid complex is then added, such as a PEI/nucleic acid 

1 5 complex having a nucleic acid concentration of about 50 |ig/mL to about 1 000 jig/mL. A 
nucleic acid concentration of about 400 ng/mL is preferred. The resuhing mixture is 
then vortexed until it becomes clear and then dialyzed. This procedure results in a 
liposome encapsulating the condensing agent-nucleic acid complex. The method can be 
scaled up proportionately for use in larger preparations. 

20 The detergents that are useful for encapsulating the condensing agent- 

nucleic acid complexes in the present invention are typically one or more neutral 
detergents or combinations of detergents and organic solvents. The detergents are 
preferably, N,N'-((octanoylimino)-bis-(trimethylene))-bis-(D-gluconamide) (BIGCHAP); 
BRU 35; Deoxy-BIGCHAP; dodecylpoly(ethylene glycol) ether; Tween 20; Tween 40; 

25 Tween 60; Tween 80; Tween 85; Triton X-405; hexyl-, heptyl-, octyl- and nonyl-p-D- 
glucopyranoside; with octyl p-D-glucopyranoside being the most preferred. 

The organic solvents that are useful in combination with a detergent 
include, but are not limited to, chloroform, dichloromethane, diethylether, cyclohexane, 
cyclopentane, benzene, toluene, acetone, benzyl alcohol, methanol, or other aliphatic 

30 alcohols such as propanol, /5o-propanol, butanol, rer/-butanol, /TO-butanol, pentanol and 
hexanol. The selection of an organic solvent will typically involve consideration of 
solvent polarity and the ease with which the solvent can be removed at the later stages of 
encapsulation. Accordingly, the preferred organic solvents used in conjunction with the 
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detergent are ethanol, dichloromethane, chloroform, methanol and diethyl ether with 
chloroform and methanol being the most preferred. 

The solution of non-cationic lipids, bilayer stabilizing component and 
detergent is an aqueous solution. Contacting the condensing agent-nucleic acid complex 
5 with the solution of non-cationic lipids and detergent is typically accomplished by mixing 
together a first solution of nucleic acids and a second solution of the lipids and detergent. 
One of skill in the art will understand that this mixing can take place by any number of 
methods, for example, by mechanical means such as by using vortex mixers. Preferably, 
the nucleic acid solution is also a detergent solution. 

10 In an alternative embodiment, a dehydration-rehydration method can be 

used to encapsulate the condensing agent-nucleic acid complex. In this method, a lipid 
mixture in a solvent is dried down and then rehydrated in a buffer containing the 
condensing agent-nucleic acid complex. Extrusion of the liposome follows the 
rehydration step. The dehydration-rehydration method generates lower encapsulation 

1 5 eflBciency than the detergent dialysis technique described above. 

In yet another embodiment, the reverse phase evaporation method can be 
employed to encapsulate the complex. In this method, the lipids are first dissolved in a 
solvent system or mixed solvent system. The condensing agent-nucleic acid complex is 
dissolved in water and then added to the lipid mixture. The solvent system is added until 

20 a single phase is observed. After excess solvent is removed by evaporation, the solution 
is extruded to yield encapsulated liposomes. 

In still yet another embodiment, the ethanol injection method can be used 
for encapsulation of the complex. In this method, the lipids are dissolved in ethanol, or 
another suitable solvent, and dripped into a tube containing the condensing agent-nucleic 

25 acid complexes in water. The liposomes are formed immediately and the ethanol is 
dialyzed away to yield encapsulated liposomes. 

The size of the liposomes of the present invention are about 20 nm to 
about 200 nm in diameter. More preferably, the Uposomes of the present invention are 
about 50 nm to about 150 nm in diameter. In an especially preferred embodiment, the 

30 liposomes of the present invention are about 70 nm to about 80 nm in diameter. 

The size distribution of the condensing agent-nucleic acid complexes and 
Hposomes can be measured by quasielastic hght scattering using a Nicomp Submicron 
Particle Sizer (Model 370) in the solid particle mode and vesicle mode, respectively. 
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To measure the encapsulation efficiency of the liposomes using the 
methods above, picogreen and dextran sulfate are used. The amount of unencapsulated 
complexes Hmcap (determined from fluorescence of picogreen) can then be quantified via 
the combination of dextran sulfate and picogreen. By adding Triton X-100, which 
5 completely breaks apart the liposomes, it is also possible to quantify the total DNA 
present. Hot. The extent of encapsulation is then calculated via the formula: 
% Encapsulation = (1 - Muncap/ Hot.) x 1 00 
Encapsulation efficiency is best described with reference to Figure 6. As 
shown in Figure 6, when picogreen is added to an unencapsulated complex, fluorescence 
10 is in the background. When dextran sulfate is added to an unencapsulated complex, there 
is an increase in fluorescence to 3.0. When Triton X-100 is added to break up the 
liposomes, a further jump in fluorescence occurs {see, Sample 1). The ratio of these 
peaks gives the extent of encapsulation. To remove any unencapsulated complex, a 
cation exchange column can be used. 
15 In using methods of the present invention, it is possible to encapsulate 

about 30% to about 70% of the condensing agent-nucleic acid complex . Preferably, 
percent encapsulation is about 40% to about 70% and most preferably, percent 
encapsulation is about 50% to about 70%. 

With reference to Figure 7, the titration of DOPS to optimize 
20 encapsulation efficiency is illustrated. In certain embodiments, a concentration of 
approximately 8-9 mol% of DOPS in the liposome gives the best entrapment of the 
complexes, in this case PEI/DNA. Shifting this point by more than 2% in concentration 
of DOPS drops the encapsulation efficiency dramatically. 

25 E. Administration of Liposome-Entrapped Complexes 

Following formation of the liposomal entrapped condensing agent-nucleic 
acid complexes, the liposomes can be used to transfect cells by contacting the cells to be 
transfected with the Hposomes. The liposome-entrapped complexes can be adsorbed to 
almost any cell type. Once adsorbed, the liposomes can either be endocytosed by a 
30 portion of the cells, exchange lipids with cell membranes, destabilized or fiise with the 
cells. Transfer or incorporation of the nucleic acid portion of the Uposome can take place 
via any one of these pathways. In particular, when fusion takes place, the lipid bilayer 
membrane is integrated into the cell membrane and the contents of the bilayer combine 
with the intracellular fluid. Fusion of the liposome with the plasma membrane takes 
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place when the bilayer stabilizing component transfers out of the liposome and the bilayer 
stability is lost or decreased. Without being bound to any theory, polycationic mediated 
gene transfer is thought to involve DNA aggregation and binding of the resulting complex 
to anionic residues on the plasma membranes. To be efficient, the complex should bear a 
5 net positive charge. 

Contact between the cells and the Uposomal entrapped condensing agent- 
nucleic acid complexes, when carried out in vitro, vnl\ take place in a biologically 
compatible medium. 

Treatment of the cells with the liposome-entrapped complex will generally 

10 be carried out at physiological temperatures (about 3TC) for periods of time ranging 
from about 1 to 48 hours, preferably from about 2 to 4 hours. For in vitro applications, 
the delivery of nucleic acids can be to any cell grown in culture, whether of plant or 
animal origin, vertebrate or invertebrate, and of any tissue or type. In preferred 
embodiments, the cells will be animal cells, more preferably mammalian cells, and most 

15 preferably human cells. 

With reference to Figure 9, Cos-7 cells were transfected with 1 jig of 
encapsulated pINEX/L018 plasmid DNA complexed v^th PEI at the 1 :4 w/w ratio. In a 
dose response and time course analyses. Figure 9 shows that transfection activity 
increased as DNA dose increased. The highest transfection activity was observed at 5 \ig 

20 of DNA. Minimal transfection was seen at the 24 hour time point. The transfection 
activity continued to increase up to the 72 hour time point. 

F. Pharmaceutical Preparations 

The liposome-entrapped condensing agent-nucleic acid complexes of the 
25 present invention can be administered alone or in mixture with a physiologically 

acceptable carrier. Such carriers include, but are not limited to, physiological saline or 
phosphate buffer selected in accordance with the route of administration and standard 
pharmaceutical practice. 

Pharmaceutical compositions comprising the liposome-entrapped 
30 condensing agent-nucleic acid complexes are prepared according to standard techniques 
and ftirther comprise a pharmaceutically acceptable carrier. Generally, normal saline will 
be employed as the pharmaceutically acceptable carrier. Other suitable carriers include, 
e.g.^ water, buffered water, 0.4% saline, 0.3% glycine, and the like, including 
glycoproteins for enhanced stability, such as albumin, lipoprotein, globulin, etc. In 
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compositions comprising saline or other salt containing carriers, the carrier is preferably 
added following liposome formation. Thus, after the liposome-entrapped complexes are 
formed, the liposome can be diluted into pharmaceutically acceptable carriers, such as 
normal saline. These compositions may be sterilized by conventional sterilization 
5 techniques. The resulting aqueous solutions may be packaged for use or filtered under 
aseptic conditions and lyophilized, the lyophilized preparation being combined with a 
sterile aqueous solution prior to administration. The compositions may contain 
pharmaceutically acceptable auxiliary substances as required to approximate 
physiological conditions, such as pH adjusting and buffering agents, tonicity adjusting 

10 agents and the like, for example, sodium acetate, sodium lactate, sodium chloride, 
potassium chloride, calcium chloride, etc. 

The concentration of the liposome-entrapped complexes in the 
pharmaceutical formulations can vary widely, i.e., from less than about 0.05%, usually at 
or at least about 2-5% to as much as 10 to 30% by weight and will be selected primarily 

15 by fluid volumes, viscosities, etc, in accordance with the particular mode of 

administration selected. For example, the concentration may be increased to lower the 
fluid load associated with treatment. For diagnosis, the amount of liposome-entrapped 
complex administered will depend upon the particular label used, the disease state being 
diagnosed and the judgement of the clinician but will generally be between about 0.01 

20 and about 50 mg per kilogram of body weight, preferably between about 0. 1 and about 5 
mg/kg of body weight. 

In another example of their use, the liposomal entrapped condensing 
agent-nucleic acid complexes can be incorporated into a broad range of topical dosage 
forms including, but not limited to, gels, oils, emulsions and the Uke. For instance, the 

25 suspension containing the liposomal entrapped condensing agent-nucleic acid complexes 
can be formulated and administered as topical creams, pastes, ointments, gels, lotions and 
the like. 

The present invention also provides liposome-entrapped condensing agent- 
nucleic acid complexes in kit form. The kit will typically be comprised of a container 
30 ' which is compartmentalized for holding the various elements of the kit. The kit will 
contain the liposomes of the present invention, with instructions for administration. In 
still other embodiments, the liposomal entrapped condensing agent-nucleic acid 
complexes will have a targeting moiety attached to the liposome. Methods of attaching 
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targeting moieties {e.g., antibodies, proteins) to lipids (such as those used in the present 
invention) are known to those of skill in the art. 

Dosage for liposome-entrapped condensing agent-nucleic acid complexes 
will depend on the ratio of nucleic acid to lipid and the administrating physician's opinion 
5 based on age, weight, and condition of the patient. 

The invention will be described in greater detail by way of specific 
examples. The following examples are offered for illustration purposes only and are not 
intended to limit the invention in any manner. 

10 G. Examples 

L Materials 

The reporter gene plasmid used in all experiments was pINEX/L018 (5650 
bp), which encodes firefly luciferase under the control of the human cytomegalovirus 
immediate-early enhancer/promoter. Plasmid DNA was prepared from£. coli DHSalpha 

15 by alkaline lysis followed by double banding on cesium chloride gradients. {See^ Thierry 
A.R., J. Liposome Research 7:143-159 (1997), incorporated herein by reference.) PEI 25 
kDa was purchased firom Aldrich Chemical Co. (Milwaukee, WI). Ethidium bromide 
picogreen was obtained fi-om Sigma Chemical Co. (St. Louis, MO). Purified firefly 
luciferase was purchased fi-om Boehringer Mannheim (Germany). All lipids, with 

20 exception of the PEG-ceramide (made in-house), are obtained fi-om Avanti Lipids. Fetal 
bovine serum was purchased fi*om Intergen (New York, USA). All culture media were 
purchased from Stemcell Technology (Vancouver, BC). Other reagents in this study were 
firom Sigma Chemical Co., and used without further purification. 

25 n. Methods 

a. Method for Preparing PEI/plasmid DNA complexes. 

1.) PEI solution (1.6 mg PEI/mL water): 0.1 volume of the PEI solution 
was added dropwise, using a syringe fitted with a needle size 26G3/8 gauge, into a 
plasmid DNA solution (1 mg plasmid DNA/1 .25 mL water) while vortexing. 2.) The 
30 precondensed PEI/DNA made in step 1, was then added dropwise, using a syringe fitted 
with a needle size 26G3/8 gauge, into PEI solution (390 g of stock PEI diluted in 500 mL 
water) while vortexing to form PEI/plasmid DNA complexes. The resulting surface 
charge of the PEI/DNA complex is a net positive charge. 3.) The PEI/plasmid DNA 
complex was then transferred into a dialysis bag (6000 - 8000 molecular weight cut-oflf. 
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Spectra-Por, Spectrum) and covered with a drying agent (polyethylene glycol, 10,000 
molecular weight). 4.) The concentrated PEI/plasmid DNA complexes was dialyzed 
overnight against HBS (150 mM NaCl, 5 mM - 25 mM HEPES), pH 7.45 to adjust the 
NaCl concentration to 150 mM. 

5 

ii. Method for the Quantification of Plasmid DNA. 

The PEI/plasmid DNA complexes were treated with a polyanion polymer 
such as dextran sulfate in water (other polymers such as heparin or heparan sulfate can 
also be used) where for every 4 ^g PEI used, 40 jig of dextran sulfate is used. This 

10 reaction takes typically between 10 to 15 minutes to complete. 4 |il picogreen is then 
added to the PEI/plasmid DNA complex. A DNA standard curve is set up with a range 
running between 0.2 jig to 1 .0 iig, where at each point, a standardized amount of dextran 
sulfate is added. This is to offset the quenching effect of the dextran sulfate on the 
fluorescence readings of the picogreen. This amount must also be the same as the amount 

15 used to dissociate the PEI/plasmid DNA sample. 

iii. Protocol for Encapsulating the PEI/plasmid DNA Complexes in Lipids. 

The lipids, DOPE (82 mol %), DOPS (8 mol %), and Peg-Ceramide(C20) 
(10 mol %), dissolved in chloroform, were first dried under a stream of nitrogen. Final 

20 total Upid concentration desired is 10 mg/mL. A thin lipid film is achieved by including 
vortexing in the drying procedure. Any remaining solvent was removed by further 
freeze-drying overnight. The dried-down lipid film is then removed from the lyophilizer 
and 200 ^1 of OGP (200 mM) was added. Hard vortexing, followed by warming at 65°C 
for 5 minutes intermittently, helps to dissolve the lipids in the detergent. When no 

25 apparent undissolved lipid can be seen, the PEI/DNA complexes in the DNA 

concentration of 400 jig/mL, is then added to the hpid suspension. The lipid:DNA w/w 
ratio used is 10mg:400 ^g respectively. Anything above the concentration of 500}ig/mL 
DNA was found to cause precipitation or flocculation to occur (final product has big 
particles which disappeared momentarily upon shaking). The resulting mixture is then 

30 vortexed until it becomes clear and then transferred into a Spectra-Por dialysis bag for 
dialysis. The dialysis buffer is made up of 5 mM Hepes, 150 mM NaCl and titrated with 
appropriate amounts NaOH to achieve a pH of approximately 7.45. The mixture is then 
dialyzed for 24 hours with buffer changes at every 4 hours. 
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iv. Method for Determining Encapsulation Efficiency of the Lipid Formulation. 
To measure the encapsulation eflBciency of lipid particles, picogreen and 
dextran sulfate were used. The amount of unencapsulated complexes Muncap (determined 
from fluorescence of picogreen) could be quantified via the combination of dextran 
5 sulfate and picogreen. When Triton X-100 was added, which completely dissociates the 
lipid particles, the total DNA present, Mtot could be determined. The extent of 
encapsulation is then calculated using the formula: 

% Encapsulation = (1 - Muncap/ Mtot) X 100 

10 V. Protocol for treating the Encapsulated PEI/plasmid DNA Lipid Particles. 

The cation gel, about 100 mL (Dowex-50W, Catalog No. 50X8-400, 
Sigma) is first placed in a volumetric flask (1000 mL capacity) containing approximately 
500 mL of 0.5 M HCl, which acts as a proton reservoir. A magnetic stir bar was included 
in the flask and the mixture was stirred slowly on a stir-plate overnight. The following 

1 5 day, the gel is then loaded into a chromatographic column (GlassEcono-column, Catalog 
No. 737-1012, BioRad) to a height of about 5 cm. The gel is then washed with 10 
volumes of distilled water to normalize the pH of the gel. After the wash, 100 mL of 5 M 
NaCl is used to wash off any remaining impurities on the gel. Finally, 10 column 
volumes of 150 mM NaCI HBS was used to equilibrate the column. 

20 

V. Method for Transfection of the PEI/plasmid DNA Lipid Particles Using 
Several Cell Lines in vitro. 

Lewis Lung, SK-OV-3, LS180, Cos 7, B16 and U87 cells were seeded in 
24-well plates (Falcon 3047) at a density of 4 x 10^ 2 x 10\ 4 x 10\ 2 x 10\ 4 x 10"* 
25 and 4 X 10"* cells/well in 1 mL of media with 10% fetal bovine serum. B16 and LS180 
cells were grown in MEM + Earls Salts, Lewis Lung , Cos 7 and U87 cells were grown in 
DMEM with high glucose, and SK-OV-3 cells were grown in RPMI 1640 medium. Cells 
were incubated overnight to 70-80% confluent at the time of transfection. The 
encapsulated PEI condensed DNA lipid formulations were prepared as described above 
30 and were added to the appropriate wells in triplicate. The plates were agitated briefly 
then incubated at 37*'C (5% CO2 ) for 24 and 48 hours before assaying for gene 
expression. 

Luciferase gene expression was measured with a luminometer (Dynatech 
Microlite TM ML3000 Microtiter) using 96-well plates (Catalog No. 01 1-010-741 1, 
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Dynatech ). Cells were rinsed once with PBS buffer, and were then lysed with 150 mL 
of lysis buffer (0. 1% Triton X-100, 250 mM sodium phosphate buffer, pH 8.0) at room 
temperature for 10 - 15 minutes. Duplicate assays for 10 ^1 of cell lysate were performed. 
A standard curve was prepared using purified luciferase protein diluted into mock 
5 transfected cell lysate. 

vi. Method for Measuring the Total Protein of Each in vitro Transfected Sample 
Protein assay was performed by using the bicinchoninic acid (BC A) 
colorimetric method. In this assay, 10 ^1 of lysate was transferred to the individual wells 
10 of 96-well plate (Catalog No. 01 1 - 010-741 1, Dynatech), 200 jil of Micro BCA working 
reagent was added to each well, mixed and incubated at 3TC for 2 hours. The amount of 
protein in each well was determined by comparison with BSA protein standard (1-16 
tig/well) added to a series of duplicate wells on the same plate. The plate with samples 
and BSA protein standard was read at 570 nm in a microtiter plate reader (Dynatech 
1 5 MR5000) after allowing the color to develop. 

vii Method of Evaluating the Level of Toxicitv in vitro 

Dilute 0. 1% crystal violet reagent to 0.05% with 20% ethanol. Centrifuge 
plates at 1500 rpm for 10 minutes. Rinse plates 2 times with PBS buffer by pouring the 
20 buffer into the lid of a pipette tip box and submerging the plates. Change the PBS buffer 
between plates. Invert plates onto a stack of paper towels and gently pat to dry. Add 50- 
100 |il of 0.05% crystal violet to each well. Incubate plates at room temperature for 10 
minutes. Rinse plates with tap water as described above for the PBS wash. Allow plates 
to dry on the bench top overnight. Add 100 of 100% methanol to each well. Read 
25 plates within 5 minutes of methanol addition using the plate reader at 570nm. 

Cos-7 cells were seeded onto 96-well plates at a density of 2.5 x 10^ in 
200 ^1 of completed medium and incubated 72 hours to 90% confluence, different amount 
of encapsulated PEI condensed DNA formulations and PEI/DNA complex were added to 
the appropriate wells in triplicate. Stained the cells with crystal violet after 24 hours 
30 incubated. 
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viii Method for delivering the PEI/plasmid DNA lipid particles in the in vivo 
system 

Female C57 mice were injected intraperiotenially (i.p.) with 1 x 10^ B16 
tumor cells. On day 7 of B 16 tumor growth, DNA doses of 75 (g luciferase plasmid/ 
5 formulation (encapsulated PEI/DNA lipid particles) were administered in a volume of 
500 |il by intraperitoneal injection. Control animals were injected with the same volume 
of saline. Tumors were collected at different time points, fast frozen in liquid nitrogen 
and stored at -70°C until analysis. Individual tumors were homogenized using a FastPrep 
homogenizer (Bio 101 inc.) for 5 seconds at speed setting of 5, loaded with a small bead 

10 (Catalog No. 6520-401/404, Bio 101), then a second bead and a certain amount of 1 x 
CCLR reagent (Cell Culture Lysis Reagent Catalog No. El 53 1, Promega) supplemented 
with 1 mg/mL BSA (Catalog No. A-2153, Sigma) was added to each tube. The 
homogenization was performed twice in the FastPrep instrument (FastPrep™ FP120 
Instrument, Bio 101) using a speed setting of 5 for 6 seconds. The homogenate was 

15 transferred to fresh Eppendorf tubes and large tissue debris was pelleted to the bottom of 
the tube by brief centrifiigation. 20 |il of homogenate and standard luciferase protein 
diluted with control tissue homogenate were assayed in duplicates. The results were 
converted to pg of luciferase protein per organ or gram of tumor. 

20 ix. Method for Evaluating Toxicitv in the in vivo system bv Measuring Levels of 

Aminotransferase (AST/GOT) Activitv in Serum. 

1,) Add 10 mL of deionized water to a vial. Mix immediately several 
times by inversion (not shaking). Store reagent up to 16 hours at room temperature or up 
to 7 days refrigerated. 2.) Turn the UV lamp on at least one half an hour before analysis. 

25 Go to kinetics analysis and use the default program within the kinetics setting. Set 

spectrophotometer to 340 nm and the times as 30, 60, 90, and 120 seconds. Blank with 
water. 3.) Add 500 jil of reagent to the cuvette (make sure the reagent is at 25°C). 4.) 
Add 50 ^1 of the test serum and mix by pipetting up and down. 5.) Read the absorbance 
after 60 seconds. This is the initial value (inA). 6.) Read the absorbance 30 seconds after 

30 the inA reading. This reading is used to verify a linear reaction. 7.) Read the absorbance 
60 seconds after the inA reading. This is the final reading (finA). 8.) Calculate the (A 
per minute by subtracting Final A from Initial A. If (A per minute is greater than 0.280, 
dilute 1 part sample with 1 part isotonic saline and reassay. Multiply the resuks by 2 to 
compensate for the dilution. 9.) To calculate the 
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AST(U/L) = (A per minute x TV x 1000 = Total volume (0.55 mL) 
6.22xLPxSVTV 
SV = Sample volume (0.55 mL) 
6.22 = Millimolar absorptivity of NADH at 340 mn 
LP = Light path (1.0) 

1000 = Conversion of units per mL to units per liter 
= (A per minute x 0.55 x 1000 

6.22x1.0x0.05 
=(A per minute x 1786 (x 1.37 if values were determined at 25°C) 
One unit of activity is defined as the amount of enzyme which produces 1 
(mole of NAD per minute under the conditions of the assay procedure. 

EXAMPLE 1 

This example illustrates the effect of dextran sulfate on PEI/DNA 

complexes. 

Figure 2 (sample 1) illustrates that when picogreen is added to a sample of 
the liposome formulation containing a PEI/DNA complex, the fluorescence reading is 
well in the background. It is clear that the DNA is well protected by the condensing agent 
PEL When dextran sulfate is added, a significant jump in fluorescence results. The DNA 
is clearly not in the same condensed form, thus allowing access to picogreen. In sample 
2, when Triton XI 00 is added, there is no significant change in the fluorescence reading 
/.e., similar to background. This is an indication that Triton does not affect the complexes 
in any significant way. Upon addition of dextran sulfate, the fluorescence increases. 

EXAMPLE 2 

This example illustrates the use of dextran sulfate and the amount required 
for complex dissociation 

As is illustrated in Figure 3, when the amount of dextran sulfate added is 
increased, the fluorescence also increases. This indicates that more and more DNA is 
made accessible to the picogreen. The increase in fluorescence eventually tapers off at 
some level and eventually the fluorescence signal is quenched by the excess dextran 
sulfate. The optimum dextran sulfate to PEI w/w ratio is around 6:1. It is noted that each 
point is Figure 3 includes an incubation period of approximately 1 5 minutes. 
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EXAMPLE 3 

This example illustrates the relaxation time of the PEI-DNA complexes. 

Figure 5 illustrates the time relaxation profile of PEI/DNA complexes 
under the effect of dextran sulfate. The graph shows clearly that the relaxation of the 
5 complexes is not an instantaneous event. The initial relaxation is rapid, slowing down 
eventually to final equilibration, as indicated by the picogreen fluorescence signal. These 
results indicate that for quantification purposes, the required amount of dextran sulfate 
must be added in advance to the sample and allowed to incubate for at least 15 minutes, to 
ensure that the relaxation process is complete. 

10 

EXAMPLE 4 

This example illustrates the encapsulation efficiency of PEI/DNA 
complexes into liposomes. 

As shown in Figure 7, to optimize the encapsulation efficiency, DOPS was 

1 5 titrated and it was found that between 8-9 mol% DOPS gives the best encapsulation at 
about 55%. This percent encapsulation was determined prior to column loading. 
Encapsulation efiFiciencies drop dramatically below this concentration, indicating the high 
sensitivity of the procedure on the negative surface-charge density. Note that this was 
obtained in a buffer with 1 50 mM NaCl concentration. Changing the NaCl concentration 

20 will change the amount of DOPS required to optimize encapsulation. For in vitro tests, 
about 8 mol % of DOPS was optimum. 

EXAMPLES 

This example illustrates the efficiency of transfection of the PEI/DNA 
25 complexes in vitro. 

As shown in Figure 9, Cos-7 cells were transfected with 1 jig of 
encapsulated pINEX/L018 plasmid DNA complexed with PEI at a 1:4 w/w ratio. In this 
experiment, dose response and time course were analyzed. Figure 9 shows that activity 
increased as DNA dose increased. The highest transfection activity was observed at 5 ng 
30 of DNA. Minimal transfection was seen at the 24 hour time point. The transfection 
activity continued to increase up to the 72 hour time point. 
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EXAMPLE 6 

This example illustrates the reduction of toxicity of the encapsulated 
PEI/DNA complexes. 

5 As shown in Figure 10, a toxicity study was conducted of an encapsulated 

PELDNA complex with a dose response having a complex charge-ratio at 5.3. As an 
illustration, the time-point selected was 48 hours. The control was the cell line with no 
added components. The graph clearly shows that unencapsulated complexes shows 
significant toxicity beginning at the 1 \ig dose. The encapsulated complexes showed no 
10 relative toxicity up to 2 ^g DNA. 

As shown in Figure 1 1, the comparison of toxicity between (1) hposomes 
not treated by a cation exchange column and (2) those which have been so treated is 
illustrated. The unencapsulated complexes contains 0.75 \ig DNA, which is selected to 
be exactly what is known to be on the outside of the liposome sample. The toxicity of (1) 
15 is seen to be comparable to that of the unencapsulated complexes. Sample (2) shows 
dramatic reduction in toxicity, and can be attributed to the removal of the complexes by a 
cation exchange column. 

Figure 12 illustrates in vivo toxicity of encapsulated PEI/DNA complexes. 
Encapsulated PEI/DNA with a dose of 75 \ig DNA is injected into 4 mice and the enzyme 
20 (AST) levels were found to be comparable to that of the PBS control. At a dosage of 

about 4: 1 w/w ratio of PEI/DNA, an unencapsulated sample would have been lethal to the 
mice. The encapsulation eflFiciency in this liposomal injection is close to 90%. 

All publications, patents and patent applications mentioned in this 
specification are herein incorporated by reference into the specification to the same extent 
25 as if each individual publication, patent or patent application was specifically and 
individually indicated to be incorporated herein by reference. 

Although the invention has been described with reference to preferred 
embodiments and examples thereof, the scope of the present invention is not limited only 
to those described embodiments. As will be apparent to persons skilled in the art, 
30 modifications and adaptations to the above-described invention can be made without 
departing from the spirit and scope of the invention, which is defined and circumscribed 
by the appended claims. 



1 
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WHAT IS CLAIMED IS: 

1 1. r A liposome comprising: 

2 (a) a lipid; and 

3 (b) a condensing agent-nucleic acid complex encapsulated in said 

4 liposome. 

1 2. A liposome in accordance with claim 1, further comprising: 

2 (c) a bilayer stabilizing component associated with said liposome. 

1 3. A liposome in accordance with claim 2, wherein said bilayer 

2 stabilizing component is reversibly associated with said liposome. 

1 4. A liposome in accordance with claim 1, wherein said lipid 

2 comprises a non-cationic lipid. 

1 5. A liposome in accordance with claim 4, wherein said non-cationic 

2 lipid is a member selected from the group consisting of phosphatidylethanolamines, 

3 phosphatidylserines and mixtures thereof. 

1 6. A liposome in accordance with claim 4, wherein said non-cationic 

2 lipid is a member selected from the group consisting of cardiolipin, diacylphosphatidic 

3 acid, N-succinyl-phosphatydylethanoIamine, phosphatidic acid, phosphatidylinositol, 

4 phosphatidylglycerol, phosphatidyl ethylene glycol and mixtures thereof 

1 7. A liposome in accordance with claim 5, wherein said non-cationic 

2 lipid is a member selected from the group consisting of 

3 dioleoylphosphatidylethanolamine, dioleoylphosphatidylserine and mixtures thereof 

1 8. A liposome in accordance with claim 1, wherein said condensing 

2 agent is a member selected from the group consisting of polyethylenimine, polylysine, 

3 polyarginine, polyomithine, histones, protamines, polyamines, spermidine and spermine. 



1 
2 
3 



9. A liposome in accordance with claim 8, wherein said condensing 
agent is polyethylenimine having a molecular weight of about 0.8 kDa to about 800 
kDa. 
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1 10. A liposome in accordance with claim 9, wherein said 

2 polyethylenimine has a molecular weight of about 10 kDa to about 50 kDa. 

1 11. A liposome in accordance with claim 1, wherein said condensing 

2 agent-nucleic acid complex is about 30 nm to about 60 nm in diameter. 

1 12. A liposome in accordance with claim 1, wherein said liposome is 

2 about 20 nm to about 200 nm in diameter. 

1 13. A liposome in accordance with claim 12, wherein said liposome is 

2 about 50 nm to about 1 50 nm in diameter. 

1 14. A liposome in accordance with claim 12, wherein said liposome is 

2 about 70 nm to about 80 nm in diameter. 



1 15. A Uposome in accordance with claim 2, wherein said bilayer 

2 stabilizing component is a member selected from the group consisting of a lipid, a lipid- 

3 derivative, a detergent, a polyethylene glycol, a protein, a peptide, a polyamide oligomer, 

4 a pH sensitive polymer and a PEG-lipid. 

1 16. A liposome in accordance with claim 15, wherein said bilayer 

2 stabilizing component is a PEG-lipid, 

1 17. A liposome in accordance, with claim 16, wherein said lipid of said 

2 PEG-Upid stabilizing component is a member selected from the group consisting of 

3 ceramides, phosphatidylethanolamines and phosphatidylserines. 

1 18. A liposome in accordance with claim 17, wherein said PEG-lipid is 

2 a PEG-ceramide. 

1 19. A liposome in accordance with claim 18, wherein said PEG- 

2 ceramide has an alkyl chain length of about Ce to about C24. 

1 20. A liposome in accordance with claim 19, wherein said PEG- 

2 ceramide has an alkyl chain length of about Ch to about C20. 
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1 21. A liposome in accordance with claim 16, wherein said PEG is a 

2 polyethylene glycol with an average molecular weight of about 550 to about 8500 

3 daltons. 

1 22. A liposome in accordance with claim 21, wherein said PEG has an 

2 average molecular weight of about 2000 to about 5000 daltons. 

1 23, A liposome in accordance with claim 9, wherein said 

2 polyethylenimine: nucleic acid ratio in said condensing agent-nucleic acid complex is 

3 about 10:1 v^wtto about 1.5:1 wt/wt. 

1 24. A liposome in accordance with claim 23, wherein said 

2 polyethylenimine:nucleic acid ratio in said condensing agent-nucleic acid complex is 

3 about 6:1 wt/wt to about 1.5: 1 vit/wt. 

1 25. A liposome in accordance with claim 23, wherein said 

2 polyethyIenimine:nucleic acid ratio in said condensing agent-nucleic acid complex is 

3 about 4:1 wt/wt. 

1 26. A liposome in accordance with claim 1, wherein said lipid:nucleic 

2 acid ratio in said liposome is about 5:1 wt/wt to about 100: 1 wt/wt. 

1 27. A liposome in accordance with claim 26, wherein said lipid:nucleic 

2 acid weight ratio in said liposome is about 10:1 wt/wt to about 50:1 wt/wt. 

1 28. A liposome in accordance with claim 16, wherein said PEG-Upid 

2 comprises about 5 to about 15 mol% of the composition of said liposome, 

1 29, A liposome in accordance with claim 18, wherein said PEG- 

2 ceramide comprises about 5 to about 15 mol% of the composition of said liposome. 

1 30. A liposome in accordance with claim 1, wherein said encapsulated 

2 condensing agent-nucleic acid complex represents greater than about 30% encapsulation 

3 efficiency as determined using picogreen and dextran sulfate. 
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1 31. A liposome in accordance with claim 1, wherein said encapsulated 

2 condensing agent-nucleic acid complex represents greater than about 40% encapsulation 

3 efficiency as determined using picogreen and dextran sulfate. 

1 32. A method of transfecting a cell with a nucleic acid, said method 

2 comprising contacting said cell with a liposome comprising: 

3 (a) a lipid; and 

4 (b) a condensing agent-nucleic acid complex encapsulated in said 

5 liposome. 

1 33. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 32, wherein said liposome further comprises: 

3 (c) a bilayer stabilizing component associated with said liposome. 

1 34. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 33, wherein said bilayer stabilizing component is reversibly associated with 

3 said liposome. 

1 35, A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 32, wherein said lipid comprises a non-cationic lipid. 

1 36, A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 35, wherein said non-cationic lipid is a member selected from the group 

3 consisting of phosphatidylethanolamines, phosphatidylserines and mixtures thereof 



1 37. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 35, wherein said non-cationic lipid is a member selected from the group 

3 consisting cardiolipin, diacylphosphatidic acid, N-succinyi-phosphatydylethanolamine, 

4 phosphatidic acid, phosphatidylinositol, phosphatidylglycerol, phosphatidyl ethylene 

5 glycol and mixtures thereof 

1 38. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 36, wherein said non-cationic lipid is a member selected from the group 

3 consisting of dioleoylphosphatidylethanolamine, dioleoylphosphatidylserine and mixtures 

4 thereof 
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1 39. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 32, wherein said condensing agent is a member selected from the group 

3 consisting of polyethylenimine, polylysine, polyarginine, polyornithine, histones, 

4 protamines, polyamines, spermidine and spermine. 

1 40. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 39, wherein said condensing agent is polyethylenimine having a molecular 

3 weight of about 10 kDa to about 50 kDa. 

1 41. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 32, wherein said condensing agent-nucleic acid complex is about 30 nm to 

3 about 60 nm in diameter. 

1 42. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 32, wherein said liposome is about 70 nm to about 80 nm in diameter. 

1 43. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 33, wherein said bilayer stabilizing component is a member selected from the 

3 group consisting of a lipid, a lipid-derivative, a detergent, a polyethylene glycol, a 

4 protein, a peptide,' a polyamide oligomer, a pH sensitive polymer and a PEG-lipid. 

1 44. A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 43, wherein said bilayer stabilizing agent is a PEG-lipid. 

1 45, A method of transfecting a cell with a nucleic acid in accordance 

2 with claim 44, wherein said lipid of said PEG-lipid stabilizing agent is a member selected 

3 from the group consisting of ceramides, phosphatidylethanolamines and 

4 phosphatidylserines. 

1 46. A method of transfecting a nucleic acid into a cell in accordance 

2 with claim 45, wherein said bilayer stabilizing agent is a PEG-ceramide. 

1 47. A method of transfecting a nucleic acid into a cell in accordance 

2 with claim 46, wherein said PEG-ceramide has an alkyl chain length of about Ce to about 

3 C24- 
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1 48. A method of transfecting a nucleic acid into a cell in accordance 

2 with claim 47, wherein said PEG-ceramide has an alkyl chain length of about Cm to about 

3 C20, 

1 49. A method of transfecting a nucleic acid into a cell in accordance 

2 with claim 44, wherein said PEG has an average molecular weight of about 550 to about 

3 8500daltons. 

1 50. A method for transfecting a nucleic acid into a cell in accordance 

2 with claim 40, wherein said polyethyleniminemucleic acid ratio in said polyethylenimine- 

3 nucleic acid complex is about 10:1 wt/wt to about 1.5:1 wt/wt. 

1 51 . A method of transfecting a nucleic acid into a cell in accordance 

2 with claim 50, wherein said polyethylenimine:nucleic acid ratio in said polyethylenimine 

3 nucleic acid complex is about 4: 1 wt/wt. 

1 52. A method for transfecting a nucleic acid into a cell in accordance 

2 with claim 32, wherein said lipid:nucleic acid weight ratio in said liposome is about 10: 1 

3 to about 50:1. 

1 53. A method for transfecting a nucleic acid into a cell in accordance 

2 with claim 44, wherein said PEG-lipid comprises about 5 to about 15 mol% of the 

3 composition of said liposome. 

1 54. A method for transfecting a nucleic acid into a cell in accordance 

2 with claim 46, wherein said PEG-ceramide comprises about 5 to about 15 mol% of the 

3 composition of said liposome. 

1 55. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome, said method comprising: 

3 adding a condensing agent solution into a nucleic acid solution to form a 

4 condensing agent-nucleic acid complex; and 

5 adding said condensing agent-nucleic acid complex to a hpid suspension to 

6 form an encapsulated condensing agent-nucleic acid complex. 
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1 56. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 55, wherein said condensing agent- 

3 nucleic acid complex is formed by admixing a first condensing agent to fonn a 

4 precondensed nucleic acid and then adding said precondensed nucleic acid into a second 

5 condensing agent solution to form said condensing agent-nucleic acid complex wherein 

6 said first and said second condensing agents are the same or different. 

1 57. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 55, wherein said lipid suspension 

3 comprises a non-cationic lipid. 

1 58. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 55, wherein said condensing agent- 

3 nucleic acid complex is about 30 nm to about 60 nm in diameter. 

1 59. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 55, wherein said lipid suspension 

3 comprises a PEG-lipid. 

1 60. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 58, wherein said PEG-lipid comprises a 

3 PEG-ceramide. 

1 61, A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 58, wherein said first condensing agent 

3 is polyethylenimine. 

1 62. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 55, wherein said hpid:nucleic acid ratio 

3 in said Hposome is about 10: 1 wt/wt to about 50: 1 wt/wt. 

1 63. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 58, wherein said PEG-lipid comprises 

3 about 5 to about 1 5 mol% of the composition of said liposome. 
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1 64. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with 59, wherein said PEG-ceramide comprises 

3 about 5 to about 15 mol% of the composition of said liposome. 

1 65. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 55, wherein step (c) employs a detergent 

3 dialysis. 

1 66. A method for encapsulating a condensing agent-nucleic acid 

2 complex in a liposome in accordance with claim 55, wherein step (c) employs an ethanol 

3 injection. 
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Fig. 5 
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EMULSION IMMUNOSTIMULANTE 

^Invention conceme le domaine des vaccins et plus particuli6rement les 
5 adjuvants de vaccins. 

Les vaccins. qu'ils soient prcphylactiques ou therapeutiques, sonl 
destines a stimuler le syst^me immunitaire de Porganisme humain ou animal 
auquel lis sont administres, la reponse du systeme immunitaire pouvant 3tre 
solt une reponse de type humorale (production tf anticorps), soit une rSponse 

10 ae type ceilulaire, soit encore une combinaispn des 2 types de reponses. De 
fa^on classique, depuis de nombreuses annees, la vaccination a consiste a 
administrer A un organisme une version non pathog6ne d'un micro-organisme 
de fagon d preparer le systdme immunitaire i rSagir efRcacement dans le cas 
ou Torganisme serait amene ult§rieurement d rencontrer le meme micro- 

15 organisme, dans sa version pathogene. L'antigdne adminlstrS lors de ia 
vaccination peut.Stre de diff§rentes natures : micro-organisme tu§ entler ou 
fragmente, souche vivante attSnuee du miao-organlsme, fractions 
antigeniques du micro-organisme ou encore polynucleotides susceptibles de 
conduire St I'expression par Porganisme d'une fraction antigenique. 

20 Depuis dej^ longtemps, on a c^erchd a augmenter la r§ponse du 

systeme immunitaire ou d modifier sa nature, non pas simplement en agissant 
sur TantlgSne administre ou sur son mode rfadministration, mais egalement en 
lui adjoignant des substances immunostimulatrices ou adjuvants. Depuis 
Padjuvant complet de Freund, de nombreux produits ont et6 testes, notamment 

25 des sels mineraux (tels que le chlorure de zinc, le phosphate de calcium, 
I'hydroxyde tfaluminium ou encore le phosphate d'aluminium par exemple). des 
saponines, des polymeres. des lipides ou des fractions lipidiques( Lipids A, 
Monophosphoryl Lipid A),...etc. Cependant, peu d'entre eux presentent toutes 
les caract^risUques souhaitees : dtre de bons Immuno-adjuvants. stables, mais 

30 sans risque de toxictte. 

On connait' d'autre part, par la demande WO 96/02555. des 
oligonucl6otides pouvant avoir une activity Immunostimulatrice, ces 
oligonucleotides pouvant Stre administres comma adjuvant vacdnaK Cette 
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reference mentionne egalement la possibilit6 d'associer a ces oligonucleotides 
par liaison ionique, covalente ou .par encapsulation, des moyens pour cibler 
radministration de rotigonucleotide. De tels moyens peuvent 6tre notammenl 
constitu§s de sterol, de lipide (par exemple un lipide cationique, un virosome 

5 ou un liposome) ou un agent de liaison spScifique & la cellule-clble (par 
exemple un llant reconnu par un recepteur spicifique de la cellule-cible). Cetle 
demande mentionne encore, parmi toutes les variantes tfulilisation des 
polynucleotides decrits, la possibilite de les administrer en conjondion avec un 
v6hicule porteur phamiaceutiquement acceptable. Cette demande n'identifie 

10 pas de v6hjcule comme 6tant d'un Interet particulier mais en donne une liste 
indicative et cite S cet egard notamment les solutions, les solvants, les milieux 
de dispersion, les agents-retard, les 6mulsions et autres; Tutilisation de tels 
milieux pour des substances pharmaceuliquement actives etant mentionnee 
comme §tant bien connue dans ce domaine. 

15 Selon Tenseignement de ce document, la quantity d'oligonucleotldes 

administree doit I'fetre en quantite suffisante pour reallser Teffet biologique 
recherche. 

Or, les auteurs de la presente invention ont trouve que, de fa^on tout a 
fait inattendue, il etait possible d'accroitre fortement Teffet immunoadjuvant 
20 d'un oligonucl6otide, sans §tre oblige d'accroitre la quantit6 d'oligonucl6otides 
ou la quantitS tf antigfenes administree. 

Pour atteindre ce but, I'invention a pour ofajet une emulsion immunostimulante 
du type huile dans eau, comprenant au moins une phase aqueuse et une 
phase huileuse, caract6risee en ce qu'elie comprend en outre au moins un 
25 polynucleotide immunostimulant dont au moins une partie est couplee de fafon 
covalente S au moins une molecule lipidique. 

Aux fins de I'invention, on entend par emulsion de type huile dans eau, 
une dispersions de gouttelettes d'huile dans une phase aqueuse pouvant etre 
30 constituee par du tampon tel que le tampon PBS. La phase huileuse est 
constitute par une.huile phamiaceutiquement acceptable, qui peut &tre une 
huile min6rale, animate ou v6g6tale. De preference, on utilise une huile 
mttabolisable tell© que le squaldne, les esters (notamment Toltete d'ithyle, le 
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myristate d'isopropyle), une huile vegetale( par exemple I'huile ds ricin, Thuile 
de toumesol, Thuile d'olive...)ou ena)re une huile vegetale modtfiea (ex : les 
macrogol glyceridas). On peut, notammenl, obtenir une 6mulsion satisfaisante 
en mSlangeant 500 mg de squal^na a 10 ml da tampon PBS dans un appareit 
5 tel qu*un ULTRA-TURRAX™, puis en microfluidisant la dispersion obtenue 
grace & un microfluidiseur tel que le Microfluidics™ ce qui pemiet tf obtenir des 
particules huileuses dont le diamdtre est Inferieur & 200 nm. 
Afin de fadliter la fbmrtation de Fdmulsion, 11 est possible tfutillser en outre un 
agent tensio-acllf , notamment un agent tensio-adif dont la valeur HI_B 

10 {balance Hydrophile/Llpophile) est comprise entre 6 et 14. II est notamment 
possible d'utiiiser un agent tensio-actrf choisi parnii la liste des produrts 
suivants : les esters de sorbitan et les polysorbates. Thuile de lidn ethoxyl6e 
hydrogenee ou non, Fadde stearique 6thoxyle, ralcool olSique 10 OE, Talcool 
cetostearylique 20 OE, le stearate de glycerol, le stearate de propylene glycol. 

IS les ISdthines, le lauryl sul^te de sodium, le stearate de sodium, le cocoate de 
glycerol 6thoxyle JOE , les esters de glycerol 6thoxyl6s, les addes olSiques 
6thoxyl6s, I'oiSate de mannttan. On a obtenu de particulierement bons r6sultats 
en utilisant du TWEEN ™ 80. 

U6muIsion obtenue est considSree immunostimulante si elle est capable de 
20 provoquer ou rfaccroitre la stimulation du systeme immunitaire, par exemple 
lors de son administration conjolntement a un antig&ne vacdnaL Dans cette 
application, r6mulsion est utillsee comme Immuno-adjuvanL 
Cette activity immuno-adjuvante peut s'exprimer de diffSrentes fafons : 
" rendre visible la r6ponse du systeme immunitaire S Padministration conjointe 
25 de Tantigene et de I'^mulsion, alors que la reponse a Tadministration de 
l*antig&ne seul ne Tetart pas, 

- accrottre le degre de la reponse du systfeme immunitaire sans en modifier la 
nature (par exemple : augmenter la quantite rfanticorps produits), 

- modifier la nature de, la reponse du systeme immunitaire a Tadministration de 
30 Tantigene (par exemple, induire une reponse celiulaire alors que 

radministration de Tantigene seul provoquait uniquement une reponse 
humorale). 
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- Induire ou accroltre la production de cytokines, ou de certaines cytokines en 
particulier. 

Par "polynucleotide" au sens de la pr6sente invention, on comprend un 

5 oligonuclSotide simple brin ayant de 6 a 100 nucliotides, de pr6f6rence de 6 a 
30 nucleotides. II peut s'agir tfoligoribonucleotide, ou d'oligodesoxynbo- 
nucl6otide. On utilise de preference des polynucleotides comprenant des 
sequences de base d sym6trie inversee, tel que cela est le cas dans les 
sequences palindromiques (dest-S-dire des sequences de . type 

10 ABCDEED'C'B'A' ou Aet A\ B et B\ C et C\ D et D* E et E sent des bases 
compl6mentaires au sens de Watson et Crick), et plus particulierement des 
polynucleotides comprenant au moins une sequence dinudeotidique Cytosine, 
Guanine, dans laquelle la Cytosine et la Guanine ne sont pas methylees. Tout 
autre polynucleotide connu pour Stre, par sa nature mSme, immunostimulant, 

15 peut convenir aux fins de I'invention. Ainsi. il est possible egalement rfutiliser 
les oligonucleotides immunostimulants decrits dans la demande de brevet 
WO96/02555, On a oblenu de particulierement bons resultats en utilisant un 
polynucleotide dont la sequence des bases est la suivante : 
GAGAAGGCTCGACCTTCGAT. 

20 Les oligonucleotides convenant aux fins de Tinvention peuvent se 

presenter sous forme de phosphodiester, ou afin d'etre plus stables sous forme 
de phosphorothioates ou rfhybrides phosphodiester/phosphorothioates. Bien 
qu'il soit possible rfutiliser des oligonucleotides provenant de sources d'acides 
nucieiques existantes tel que I'ADN genomique ou le cADN, on pr6fere utillser 

25 des oligonucleotides da synthfese. Ainsi, il est possible d'eiaborer des 
oligonucleotides sur support solide en utilisant la m6thode p-cyano ethyl 
phospinoramidite (Beaucage. S.L. and Camthers, M.H. Tetrahedron Letters 22, 
1859 - 1862 (1981)) pour Tassemblage 3-5\ puis on precede a une 
precipitation en ethanol en presence d'ac6tate de sodium 0,3 M non ajuste en 

30 pH (0,3M en final). On effectue ensuite une precipitation par 4 volumes 
d'ethanol e 80% suivi d'un sechage avant de proceder e une reprise par de 
Teau pure. 
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Les oligonucl6otides phosphorolhioates ont un des alomes rfOxygene 
compDsant le groupement Phosphate qui est remplacd par uri atome de Soufre. 
Leur synthese peut etre effectuee comme prdcgdemment decrit, sauf d 
remplacer la solution iode/eau/pyridine tetrahydrofurane qui est utilisee lors de 
5 rstape d'oxydation ndcessaire d la synthese des liaisons phosphodiester par 
une solution TETD (tetraethylthiuram disulfide) apportant les ions sulfates 
permettant de produire le groupement phosphorothioate. 

On peut 6galement envisager dautres modifications des liaisons 
phosphodiesters, des bases ou des sucres, pour modifier les propridtes des 

10 oligonucleotides utilises, et notamment pour accroltre leur stability. 

Selon invention, on couple au polynucleotide au moins une molecule 
iipidique de fagon covaiente. Cette molecule lipidique est de preference une 
molecule de cholesterol ou de derive de cholesterol. Le couplage peut etre 
efFectue par liaison covalente a une ou k cheque extremite du polynucleotide, 

15 ou encore par insertion a c5te de chaque base d'au moins une moleojle 
lipidique. Ce couplage peut §tre effectue directement lors de la synthese dU 
polynucleotide en utilisant dans le synthetiseur d'oligonucleotides un reactif de 
type Cholesterol Phosphoramidite au lieu du reactif Phosphoramidite 
habituellement utilise. 

20 Les antigenes dont il est possible de potentialiser I'effet grace a 

remulsion salon- la presente invention, peuvent etre de nature variee ; il peut 
notamment s*agir de proteines, de glycoproteines, de glycoconjugues, de 
. . polyosides ou encore de polynucleotides comprenant des fractions d*ADN 
susceptibies de conduire e Texpression de molecules d*interet ; il peut 

25 egaiement s'agir tfun melange de differents antigenes. De particulierement 
bons resultats ont ete obtenus avec une composition comprenant des 
antigenes de la grippe tels quMIs sont presents dans le vaccin commercial 
VAXIGRIP^. 

On peut obtenir une emulsion selon I'invention en precedent de la fagon 
30 suivante : on melange tout d'abord, sous agitation, i'huile avec la phase 
aqueuse constltuee eventuellement par une solution tampon dans iaquelle a 
ete incorpore un surfactant Le melange obtenu est homogeneise au moyen, 
par example, d'un agitateur e helice, afin de conduire e une emulsion du type 
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huile dans eau. De pr§f6rence, on traite ensuite Temulsion obtenue au moyen 
rfun microfluidiseur afln de reduire les gouttelettes d'huile a un diametre 
interieur ^ 200 nm. 

Puis, cette imulsion etant maintenue sous agitation, on lui ajoute 

5 simplement le polynucleotide auquei a ete couple le lipide, at on obtient 
rfemulsion objet de la pr6sente invention. 

Lorsque cette Emulsion est destlnee a fetre utills6e comme immuno- 
adjuvant, on la mSlange sous agitation, une composition comprenant 
rantig^ne -dont on souhaite potentialiser I'effeL Le melange peut dtre 

10 Svantageusement effectu6 dans un rapport volumique de 1 On peut, ensuite, 
verifier I'effet Inattendu et notamment Teffet synergique obtenu sur la 
stimulation du systfeme immunitaire par Putilisation simultan6e rfun 
polynucleotide coupld d au moins une mol6cule de lipide, et son incorporation 
a une emulsion de type huile dans eau 

15 A cBtte fin, il est possible de realiser un test rfimmunog§nicit§ sur des souris 
divis6es en plusleurs groupes, d qui on administre, suivant le groupe : 

- soit une composition comprenant uniquement Tantigfene ou le melange 
rfanlig&nes vis-S-vis desquels on veut tester Teffet Immunostimulant de 
rSmulsion selon Tinvention. 

20 - soit' une composition, comprenant i*antig6ne ou les antigfenes rfinteret S 
laquelle a 6t6 ajoutee une solution comprenant uniquement des 
polynucleotides couples & au moins une molecule de lipides, 

- soit une composition comprenant Tantigene ou les antigenes d'inter&t a 
laquelle a ete ajoutee une emulsion de type huile dans eau, sans 

25 polynucleotide, ou avec un polynucleotide d^poun^j d'aclivite 
immunostimulante vis-a-vis des antigenes administres. 

- soit une composition comprenant Tantigene ou les antigenes rfint§r§t a 
laquelle a etS ajout§e une emulsion selon i'invention. 

30 Pour chacune des souris immunisees, on peut, ensuite, determiner la 

quantity et la nature des antlcorps prodults ce qui permet de detenniner la 
GWrr (ou Moyenne G^ometrique du litre en Anticorps) ; on peut egalement 
effectuer des dosages des cytokines produces ; en outre, on peut effectuer des 
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dosages permettant de determiner la reponse cellulaire du systdme 
immunitaire. 

Les r6sultats obtenus ont montre un effet synergique important des §l6ments 
constltuant rSmulsion selon Pinvention. 
5 De plus, rSmulsion obtenue selon I'invention pr§sente une stabiiite 

accme par rapport aux Emulsions de m§me nature, i.e. celles constituees d'une 
phase aqueuse et d'une phase huileuse identiques, mais depourvues de 
polynucieotides. 

Les examples qui suivent illustrent de fa^on plus precise un mode de 
10 fealisation de I'invention. 

Exemple 1 

On prepare des oligonucleotides gr^ce d un automate synthdtiseur foumi par 
15 Applied Biosystems qui met en oeuvre la methode chimique standard ^^^u 

phosphoramidite et qui comporte a chaque cycle une Stape tfoxydation. 

Cette etape d'oxydation est rSalisSe au moyen d'une solution 

iode/eau/t§trahydrofurane/acetonitrile pour obtenir une liaison phosphodiester 

et au moyen d'une solution tetraethylthluram/acdtonitrile pour obtenir une 
20 liaison phosphorothioate. On prepare ainsi un oligonucleotide 3 Db(S) dont la 

sequence est reproduite sous SEQ ID NO 1 et qui comporte des liaisons 

phosphorothioate sur toute sa longueur. 

On prepare . egalement un oligonucleotide MGC (S) dont la sequence est 
reproduite i SEQ ID NO 2, qui comporte k la fois des liaisons phosphodiester 
25 et des liaisons phosphorothioate. Les liaisons phosphorothiate sont situees a 
chaque extr6mit6; il y a 2 liaisons phosphorothioate en 3' et 5 liaisons 
phosphorothioate en 5*. Get oligonucleotide ne possede pas de s§quence 
palindromique, et notamment pas de sequence CG. 

30 Exemple 2 

On prepare des oligonucleotides auxquets sont couples aux extremites des 
molecules de cholesterol. La synthase de ces oligonucleotides 3 Db(S><:hol et 
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MGC(S)-chol est effectuee de la meme maniere qu'a Texemple 1. k Texception 
du reactif Phosphoramidite qui est remplace par un reaclif speclfique. le 
Cholest6rol-ON™ Phosphoramidite foumi par la soci6te CLONTECH Lab. Inc. 
(USA), lors du premier et du dernier cycl© de synthase afin d'obtenir une 
5 molecule de cholesterol inserde avant chacun des nucleotides d^extrSmite. 
Les sequences de nucleotides obtenues sent Identiques a celles des 
oligonucleotides decrits a Texemple precedent 

Example 3 

10 

On dispose de 10 ml de tampon PBS auxquels on ajoute 25 mg de T\A^en™80 
et 500 mg de squalene. Le melange obtenu est SmulsionnS grSce d un appareil 
ULTRA-TURRAX^ T25 pendant 1 min a 13500 tours/min. 
U6muIsion obtenue est ensuite fluidisee grace a un traitement de 5 cycles d 
15 500 Psi dans un microfluidiseur Microfluidics™. 

Exemole 4 

Preparation tfune 6mulsion squalene/PBS comprenant des polynucleotides 

20 coupi§s a du cholesterol. 

On prepare une. emulsion immunostimulante selon Finvention en melangeant 
* 

435 nl de la solution S 2,3 g/l de 3Db(S) coupI§ au cholesterol obtenue e 
I'exemplB 2 (soit 1 mg rfoiigonucleotide). avec 2 ml de I'emulsion 
squalene/PBS obtenue a Texempie 3, maintenue sous agitation. 
25 On prepare une autre emulsion en melangeant 263 jil de la solution e 3,81 g/l 
de MGC(S) couple e du cholesterol obtenue S I'exemple 2 (soit 1 mg 
tf oligonucleotide) avec 2 ml de Temulsion squalfene/PBS obtenue a I'exemple 
3, maintenue sous agitation* 
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Example 5 

Preparation des compositions d'immunisation. 

On prepare des doses d'tmmunisation de differentes natures en ajoutaht sous 
5 agitation 2 ml de vaccin splitte contra la grippe NiB16 (monovalent /Singapore 
H1N1) contenant 100 iig d'h6magglutinine HA en tampon PBS d 2 ml de 
chacune des preparations suivantes : 

- tampon PBS 

10 - solution MGC(S) obtenue i Pexemple 1 , 

- solution MGC(S)-ciiol obtenue d i'exemple 2, 

- Emulsion MGC(S)-diol obtenue & i'exemple 4, 

- solution 3Db(S) obtenue d I'exemple 1, 

- solution 3Db(S}-chol obtenue a Pexemple 2, 

IS - Emulsion 3Db(S)-chol obtenue k Texempie 4. t 

ExempleS 
Immunisation. 

20 On dispose de groupes de 6 sourls Balb/c femelles dgees de 6 a 8 semaines, 

chaquB groupe con^espondant a une des preparations effectuees a I'exemple 6. 

Chacune des souris est immunis6e avec 200^1 de la preparation correspondant 
-a son groupe et refoit done 5^g de HA par Immunisation, chaque souris 6tant 

immunisee 2 fois d 3 semaines d'intervalle, avecla m&me preparation. 
25 2 semaines apr&s la deuxifema injection, on mesure la r§ponse en anticorps 

specifiques anti-HA, grSce A m test ELISA, et on determine ia GMT pour les 

Ig61 ainsi que pour les lgG2a. 
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Les resultats obtenus sont indiquds ci-apres : 



GWIT/lg61 GMT/lgG2a 
HA uniquement 38 062 2 137 

5 HA/MGC(S) 37 518 1 050 

HA/MGC(S)-chol 28 039 1 498 

HAfl^GC(S)-choI/6mulsion 264 776 26 981 

HA/3Db(S) 63 939 43 529 

HA/3Db(S)-chol 65 904 31 066 

10 fW3Db(S)-choiyemulslon 61 1 301 21 8 142 



Les resultats obtenus confirment que roligonucleotide 3Db(S) est bien dote de 
propri§t63 immunostimulantes car il est capable d'lnduire un accroissement de 
la r§ponse en anticorps par rapport S ce qui est obtenu lors de radministration 

IS des antigdnes seuls. Par centre, les resultats obtenus avec roligonucleotide 
MGC(S) ne demojitrent pas d'activitd immunostimulante . 
□'autre part, on remarque que, de faQon inatlendue. I'emulsion contenant un 
polynucleotide immunostimulant tel que le polynucleotide 3Db(S) conduit d una 
production d'anticorps netlement superieure a celle oblenue avecune Emulsion 

20 contenant le polynucleotide M6C(S)-chol; cet effet est encore plus 
remarquable en ce qui conceme la production tflgG2a; ce qui est indicateur 
d*une orientation de la reponse immunitaire vers un type TH1, orientation 
parfois souhaltSe dans certaines cibles vacdnaies. 

En effet, en considerant que Teffet attendu d'une emulsion est Teffet obtenu 
25 avec Temulsion HA/MGC(S)-chol, ( roligonucleotide MGC{S) n'ayant par lui- 

mfeme aucun effet immunostimulant vis-^vis des antigenes administres ainsi 

que cela est analyst ci-dessus), on note un effet synergique important de 

remulsion selon rinvention car le titre obtenu pour la production d'anticorps. 

que ce solt pour les IgGI ou de fafon plus nette encore pour les lgG2a, est 
30 nettement supfirieur h la somme des titres obtenus s6parement pour chacune 

des 2 compositions (emulsion HA/MGC(S) d'une part et solution HA/3Db(S) 

d'autre part) 
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Exemple 7 . 



On prepare des compositions vaccinales comprenant les dl§ments suivants: 

. antigenes sous-unitaires centre le RSV (ou Virus Syncitia! Respiratoire) en 
S presence de gel d'aluminium, a raison de 1 pgramme de proteines totales 
(Proteines F, G et M) 

en tampon PBS ou additionn§ suivant le cas des elements suivants: 

. solution 3Db(S) obtenue k I'exempie 1 , 

- emulsion 3 Db(S) obtenue a I'exempie 4, 
10 - emulsion MGC(S) obtenue d Fexemple 4. 

Les doses sont de SOplitres et comprennent 50 microgrammes 

d'oligonucldotides. 



Ces compositions sont administrees a des souris d JO et a J28; 5 a 6 semaines 
IS aprds rinjection de rappel, on preleve les rates des souris afin d'ivaluer la 
quantity rflnterfeipn y produite. 

On obtient ies rSsultats suivants, apres dosage ELISA effectui aprds 
restimulation secondaire in vitro: 





Quantity d* Interferon en pg/ml 


Antig6nes Adjuvant aluminium 


3432 




2565 




2998 


Antigenes + Adjuvant aluminium 


13400 


+ 3 Db(S) 


9543 




1147 


Antigenes + Adjuvant aluminium 


5130 


+ dmulsion MGC(S) 


9216 




7173 


Antigdnes -i- Adjuvant aluminium 


57394 


+ Emulsion selon invention 


42285 




49839 
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Ces r^sultats monlrent dairement la synergie obtenue en utilisant un 
oligonud6otide immunostimulant et una emulsion salon Pinvantion . forsqi/on 
s'Intdresse au RSV et qu'on observe la production d'interfdron y qui est un bon 
5 indicateur do la rSponse TH1 . 

Example 8 : 

On pr6pare das doses rfimmunisation identiques a celles de rexempfe 7, d 
10 Texception das antigenes RSV qui ne sont pas en presence de . gel 
d'aluminium. Les doses de 50|jlitres sont administrdes en Intramusculaire & des 
groupes de 6 souris. 

4 semalnes apr6s rimmunisation, les souris sont saigndes et ies taux 
tfanticorps antl-pnoteines F sont d§tennin6s par titrage ELISA. Les resultats 
IS obtenus sont recapitul§s dans ie tableau suivant : 
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igG 


IgGI 


tg G 2a 


Antig6nes + PBS 


100 


100 


100 






100 


100 


100 


7.' 




100 


100 


100 






100 


100 


10b. 






100 


100 


100 




Antig6nes ■>- 


6400 


400 


6400 




3Db(S) 


6400 


400 


12800 






12800 


800 


6400 






6400 


400 


3200 






3200 


100 


25600 






6400 


400 


25600 




Anljgenes + 


12800 


1600 


6400 




Emulsion MGC(S) 


6400 


400 


100 


•; < 




51200 


6400 


100 






25600 


1600 


100 






25600 


1600 


100 




Antigenes + 


25600 


1600 


25600 




imuision selon 


12800 


400 


12800 




i'inventioh 


51200 


1600 


25600 






102400 


6400 


1600 






51200 


3200 


25600 





Ces rtsultats confirment rint6r&t cf utiliser une emulsion selon Tinvention dans 
ie cas ou les antigenes sont les antig&nes du Virus Syncltial Respiratoire. 
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REVENDICATIONS 

1. Emulsion immunostimulante du type huile dans eau, comprenant au 
5 moins une phase aqueuse et una phase huileuse, caract6risee en ce qu'elle 

comprend en outre au moins un polynucleotide immunostlmulant dont au motns 
une partie est couplee de ^9on covalente k au moins une molecule lipidique. 

2. Emulsion selon la revendication 1. caracterisee en ce que la molecule 
10 lipidique est une molScule de cholesterol. 

3. Emulsion selon une des revendications pr6c6dentes, caracterisee en 
ce que le polynucleotide immunostimulant comprend au moins une sequence 
palindromique. 

15 

4. Emulsion selon une des revendications precedentes, caracterisee en 
ce que le polynucleotide immunostimulant est un oligodesoxynucleotide 
phosphodiester, phosphorothioate ou un hybride phosphodiester 
phosphorothioate'. 

20 

5. Emulsion selon une des revendications precedentes, caracterisee en 
ce que le polynucleotide immunostimulant comprend une sequence 
GAGAACGCTCGACCTTCGAT. 

25 6. Emulsion selon une des revendications prec6dentes caracterisee en 

ce que la partie couplee a au moins une molecule lipidique est situee ^ 
rexlremite 5* du polynucleotide. 

7. Emulsion selon une des revendications prec6dentes, caracterisee en 
30 ce que la molecule lipidique est une molecule de cholesterol. 

8. Emulsion selon une des revendications precedentes, caracterisee en 
ce qu'elle comprend, en outre, au moins un surfactant. 

35 9. Emulsion selon la revendication 8, caracterisee en ce que le 

surfactant est du Tween 80. 
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15 



' 1 p. Emulsion selon une cfes reyendicatidns 1 ^ 9, cairacterisSe ea ce q^: ^|;;>^ 

; : : li/CompositWaA^cdnale comprint' iaiu mbfns^ M^ 
> 5^^^ eri ca qi/elle comprend en outre uneiimulsibn inwhi^ 

- :5eIoniinedesrwen^(»^ ^ ' ; " 



- 1 jSv^' 



IZGomptpsiaqn vaa^nate seloh la:^r^^ prdc6d0rite, ;qai|^^^^^^^^^^^^^ 

tdrisde en iqu'ella jpbinprehd au moins un anb'g6ne vaccinal carinl^gi^^peii:fi;^: 

13. CbmppsltbnvacdnaFe revendicatldnil^^^ceraclSri encpjli^ 
qi/eiia comprend 1 aii moins un antlgfena vacdnal du Vims ; SynoJttal : 
'Respirateiire. J^y;-' ''-.. i'-'^-- -'^ ' 'Oj ^V■.>^'^^V• 



tafabrication d'un 



, poUf; 



20 



15. 



16. 



i pour 

unerfiponse da typii THIi 



I, pour- 
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LISTE DE SEQUENCES 



(1) INFORMATIONS GENERALES: 

(i) DEPOSANT: 

(A) MOM: Pasteur Merleux Sennas & Vacclas 

(B) RUE: 58 avenue ZiecXerc 

(C) VIIiLB: Lyon 

(E) PAYS: France 

(F) CODE POSTAL: 69007 

(G) TELEPHONE: 33 (0) 4 72 73 70 90 

(H) TELECOPIE: 33 (0) 4 72 73 7B 50 

(ii) TITRE DB L' INVENTZOST: Emulsiori immunostlxmilante 
(ill) NOMBRE DE SEQUENCES: 2 

(iv) FOttME DECHIFFRABLE PAR ORDIKATEUR: 

(A) TYPE DE SUPPORT: Floppy cUsIc 

(B) ORDIKATEUR: IBM PC con^atible 

(C) SYSTEME D' EXPLOITATION: PC-DOS/MS-DOS 

(D) LOGICIEL: Patentin Release #1.0, Version #1.30 (0£3) 

(2) INEORM?^TI0N5 POUR LA SEQ ID KO: 1: 

(i) CAR^CTERISTIQUES DE LA SEQUEHCE: 

(A) LONGUEUR: 20 paires de bases 

(B) TYPE: nucleotide 

(C) NOMBRE DE BRINS: sir^ile 

(D) CONFIGURATION: lin,aire 

(ii) TYPE DE MOLECULE: Autre acide nucl,ique 
(Xi) DESCRIPTION DE LA SEQUENCE: SEQ ID NO: 1: 
GAGAACGCTC GACCTTCGAT 



(2) INEORMATIONS POUR LA SEQ ID NO: . 2: 

(i) CARACTERISTIQUES DE LA SEQUENCE: 

(A) LONGUEUR: 20 paires de bases 

(B) TYPE: nucleotide 

(C) NOMBRE DE BRINS: sitdple 

(D) CONFIGURATION: lin^aire 

(ii) TYPE DE MOLECULE: Autre acide nud.ique 
(Xi) DESCRIPTION DE LA SEQUENCE: SEQ ID NO: 2: 
GGGGTCAAGC TTGAGGGGGG 



